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Applicants file this Appeal Brief, in triplicate, pursuant to 37 C.F.R. § 41.37, in support of their 
Notice of Appeal, dated April 24, 2009, and filed concurrently with this Appeal Brief. This Appeal Brief 
is due on or before June 24, 2009. A check in the amount of $270.00 is enclosed to cover the fee for 
filing a brief in support of an appeal required under 37 C.F.R. § 41 .20(b)(2). Applicants do not believe 
any additional fees are due. However, the Commissioner is authorized to charge any additional fees that 
may be due, or to credit any overpayment, to Deposit Account No. 50-03 1 1 , Reference 25619-501. 

Real Party in Interest 

The real party in interest is Vascular Biogenics, Ltd, the assignee of the application from all 
inventors. 

RELATED APPEALS AND INTERFERENCES 

There are no related appeals and interferences for this matter. 

Status of Claims 

Claims 1-27 are cancelled. Claim 28 is pending and is the subject of this appeal. 
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Status of Amendments 

No claim amendments were submitted after final rejection. 

Summary of the Claimed Subject Matter 

The sole independent claim on appeal is claim 28, which recites the following. 

A method for treatment of atherosclerosis in a subject (claim 14 as originally filed) comprising: 

• administering a therapeutically effective amount of an enteric coated tablet or granule 
composition (page 14, line 1 - page 15, line 4) comprising 

• isolated human oxidized low density lipoprotein and a pharmaceutically acceptable carrier for 
oral administrafion (page 15, line 30 - page 16, line 1 1). 

Grounds of Rejection To Be Reviewed on Appeal 

The rejection of claim 28 under 35 U.S.C. § 1 12, first paragraph, as failing to comply with the 
enablement requirement. It is the Examiner's position that claim 28 is not enabled for treating humans 
and inducing oral tolerance. 

Argument 

Applicants appeal the Examiner's enablement rejection of claim 28 under 35 U.S.C. § 1 12, first 
paragraph, as failing to comply with the enablement requirement. 

The Examiner states that the specification does not disclose how to use the claimed method to 
treat or prevent atherosclerosis in humans in vivo using an oral tolerance inducing amount of oxidized 
LDL. The Examiner further states that it is unpredictable whether human disease can be treated via 
inducing oral tolerance to a disease antigen. See, the instant Final Office Action at pages 4-6 and the 
Final Office Action mailed November 29, 2006 at pages 2-6. In support of the rejection, the Examiner 
recites In re Wands, 858 F.2d 73 1, 737 (Fed. Cir. 1988) factors (5), (7), (3) and (2) against claim 28 at 
pages 4-6 of the instant Final Office Action and pages 3-4 of the Final Office Action mailed November 
29, 2006. 

State of the Prior Art fWands Factor 5) and Predictability or Unpredictability of the Art (Wands Factor 7) 

The Examiner states that regarding Wands factors (5) and (7), there is a high unpredictability in 
the art. Specifically, the Examiner cites Spack et al. Expert Opin. On Invest. Drugs, 6:1715-1727, 1997 
(" Spack ") and McKown et al., Arthritis and Rheum. 42:1204-1208, 1999 ("McKown") to show that it is 
unpredictable whether human disease can be treated via the induction of oral tolerance to a disease 
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antigen. See, the instant Final Office Action at pages 4-6 and the Final Office Action mailed November 
29, 2006 at pages 4-5. The Examiner further cites George et al. Cardiovasc Res. 62(3):603-9, 2004 
(" George ") to show that oral tolerance has proven successful in various immune models but yet efficacy 
in human disease is still pending. See, the instant Final Office Action at pages 4-5. 

Applicants submit that pending claim 28 does not recite or require the induction of oral tolerance 
as stated by the Examiner. In fact, claim 28 is not directed to the induction of oral tolerance at all; rather, 
claim 28 is directed to a method of treating atherosclerosis by administering a therapeutically effective 
amount of an enteric coated tablet or granule composition comprising isolated human oxidized LDL and a 
pharmaceutically acceptable carrier for oral administration. As such, the Examiner's arguments regarding 
the unpredictability of disease treatment via inducing oral tolerance to a disease antigen, including the 
discussion of McKown, Spack and George is misplaced and improper. 

Applicants have previously argued in the December 7, 2005 Amendment and Response, August 
31, 2006 Amendment and Response and the In-Person-Interview conducted on November 15, 2005 that 
the claims are directed to treating atherosclerosis and do not recite or require the induction of oral 
tolerance. However, the Examiner has stated that although the claims are not directed to a specific 
mechanism of action, the disclosure indicates that the claimed method works via oral tolerance and that 
the disclosure is sufficient to maintain the enablement rejection under 35 U.S.C. § 112, first paragraph. 
See, the instant Final Office Action and the Final Office Action mailed November 29, 2006 at page 5 and 
the Office Action mailed March 3, 2006 at page 7. 

The Examiner's assertion is incorrect. It is well recognized under U.S. law, that it is not a 
requirement of patentability that an inventor correctly set forth, or even know, how or why the invention 
works. Newman v. Quigg, %11 F.2d 1575, 1581 (Fed. Cir. 1989). It is axiomatic that an inventor need 
not comprehend the scientific principles on which the practical effectiveness of his invention rests, nor is 
the inventor's theory or belief as to how the invention works a necessary element in the specification to 
satisfy the enablement requirement. Fromson v. Advance Offset Plate, Inc., 720 F.2d 1565, 1570 (Fed. 
Cir. 1983). A patent applicant need only teach how to achieve the claimed result, even if the theory of 
operation is not correctly explained or even understood. In re Isaacs, 347 F.2d 887, 892, 146 USPQ 193, 
197 (C.C.P.A. 1965). Applicants submit that the instant application discloses a method of treating 
atherosclerosis by administering a therapeutically effective amount of an enteric coated tablet or granule 
composition comprising isolated human oxidized LDL and a pharmaceutically acceptable carrier for oral 
administration and thus satisfies the how-to-use requirement of 35 U.S.C. §1 12, first paragraph, 
irrespective of whether the claimed method works via oral tolerance or another unidentified mechanism. 
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The Presence or Absence of Working Examples (Wands Factor 3) 

The Examiner states that regarding Wands factor (3), while the specification provides an example 
in a mouse model, there were copious amounts of mouse research that suggested that while oral tolerance 
could be used to treat multiple sclerosis and rheumatoid arthritis in such models, said diseases were not 
successfully treated in humans using oral tolerance. The Examiner again cites McKown, Spack and 
George to support this assertion. See, the instant Office Action at pages 4-6 and the Final Office Action 
mailed November 29, 2006 at pages 4-5. 

As described supra, claim 28 is not directed to the induction of oral tolerance and is not directed 
to the treatment of multiple sclerosis or rheumatoid arthritis and the citation of Spack and McKown is not 
relevant to the currently recited invention. The instant invention and the additional data generated using 
the teachings of the specification and reported in the December 7, 2005 Harats § 1.132 Declaration, 
attached hereto in the Evidence Appendix, readily demonstrate to one of ordinary skill in the art how to 
make and use the present invention to treat atherosclerosis by oral administration of isolated human 
oxidized LDL. 

Specifically, the instant specification and the additional data supplied in the December 7, 2005 
Harats § 1.132 Declaration provides a working example that demonstrates the successful treatment of 
atherosclerosis in an LDL-receptor deficient mouse by oral administration of isolated human oxidized 
LDL. See, Specification at, e.g., page 15, lines 20-29; and page 18, line 18 to page 19, line 31. It is well 
recognized in the art that the LDL-receptor deficient mouse is the preferred animal model to evaluate the 
effects of pharmacologic agents on atherosclerosis. LDL-receptor deficient mice, under appropriate 
conditions, develop complex atherosclerotic lesions and provide practical atherosclerotic mouse models 
and are the most utilized model to study lipids and atherosclerosis. See, August 31, 2006 Harats § 1.132 
Declaration at ^ 5-6 attached hereto in the Evidence Appendix. 

Specifically, the use of animal models (i.e. murine models) to evaluate the effects of 
pharmacologic agents on atherosclerosis was well recognized in the art when the instant application was 
filed (See, e.g., Bocan, Curr. Pharm. Des. 4(l):37-52, 1998); and, the LDL-receptor deficient mouse was 
recognized in the art as a preferred model of atherosclerosis at the time of the instant application. (See, 
e.g., Ishibashi et al.,JClin Invest. 92:883-893, 1993; Lichtman et al, Arterioscler. Thromb. Vase, Biol 
19(8): 1938-44, 1999; Maron, R. et al., FASEBJ. 14:A1 199-(Abstr.), 2000). Moreover, mice having 
targeted inactivation of the apolipoprotein E (ApoE) gene and of the LDL-receptor gene, under 
appropriate conditions, develop complex atherosclerotic lesions and provide practical atherosclerotic 
mouse models and are the most utilized model to study lipids and atherosclerosis. See, December 7, 2005 
Harats § 1.132 Declaration at H 6. 



-4- 



Appeal Brief 

Application Serial No. 09/806,400 



Attorney Docket No. 25619-501 



To further support the rejection, the Examiner cites Wouters et al. Clin. Chem. Lab. Med 43(5): 
470-479, 2005 (" Wouters ") and states that Wouters. discloses that the LDL-receptor mouse displays 
cholesterol metabolic pathways not found in humans and as a consequence "this route can serve as a 
backup mechanism for lipoprotein clearance in LDL-receptor mice, yielding unforeseen side effects." 
See^ Final Office Action mailed November 29, 2006 at page 6. Although the LDL-receptor deficient 
mouse is not the optimal model for genetic human familial hypercholesterolemia, it is one of the most 
predictable models for human atherosclerosis and the likelihood of new molecules to work as anti- 
atherosclerosis drugs in humans is high (See, e.g., Babaei et al., Cardiovasc Res. 48(1): 158-67, 2000; 
B\xx\€\g\ietal.,Biochem Pharmacol 70(3):334-42, 2005; Ch^net al. Circulation. 106(l):20-3, 2002; 
Collins et al, Arterioscler Thromb Vase Biol 21(3):365-71, 2001; Cyrus etal. Circulation. 107(4):521- 
3, 2003; Elhage etal. Am J Pathol 167(l):267-74, 2005; Li etal, J Clin Invest. 106(4):523-31, 2000; 
Napoli et al, Proc Natl Acad Sci USA, 99(19): 12467-70, 2002). Human atherosclerotic plaques are 
infiltrated with lymphocytes and display an inflammatory phenotype that includes expression of pro- 
inflammatory cytokines. In this sense the LDL-receptor deficient mice have plaques similar to those of 
humans containing a significant number of lymphocytes (See, e.g., Roselaar et al, Arterioscler Thromb 
Vase Biol 16(8):1013-8, 1996). Moreover, therapeutic strategies that apply for atheroprotection in 
humans are similarly successful in LDL receptor deficient mice and may not be so in ApoE knockout 
mice (See, e.g., Wang et al. Atherosclerosis. 162(1): 23-31, 2002). These findings indicate that plaques 
developing in LDL receptor deficient mice may be more relevant to human atherosclerosis than other 
non-human models and thus, it is one of the most widely employed models for drug development in the 
field of atherosclerosis. See, December 7, 2005 Harats § 1.132 Declaration at f 6. 

The Amount of Direction or Guidance Presented (Wands Factor 2) 

The Examiner states that regarding Wands factor (2), there is no disclosure in the specification as 
to what doses would be used to induce the functional parameters recited in the claim which are related to 
properties of the oral tolerance induction mechanism. See, the instant Final Office Action and the Final 
Office Action mailed November 29, 2006 at pages 4-6. 

Once again, as described in detail supra, claim 28 is not directed to the induction of oral tolerance 
but rather are directed to a method of treating atherosclerosis by oral administration of an enteric coated 
tablet or granule composition comprising isolated human oxidized LDL and a pharmaceutically 
acceptable carrier 

Applicants have provided working examples that demonstrate the successful treatment of 
atherosclerosis by oral administration isolated human oxidized LDL in an LDL-receptor deficient mouse 
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and the LDL-receptor deficient mouse is the most art-recognized model of the biochemical and 
morphological effects of atherosclerosis. Further, the working examples provide a range of 
concentrations of the composition to treat atherosclerosis (See, e.g., page 18, lines 27-29; page 19, lines 
18-19). Applicants assert that one of ordinary skill in the art, using the teachings of the instant invention, 
would be able to determine the corresponding doses useful in other species, including humans, without 
undue experimentation. The specification need not disclose what is well known in the art. GenentecK 
Inc. V. Novo NordiskA/S, 108 F.3d 1361, 1366 (Fed. Cir. 1997) citing Hybritech Inc. v. Monoclonal 
Antibodies, Inc., 802 F,2d 1367, 1385, 231 U.S.P.Q. (BNA) 81, 94 (Fed. Cir. 1986). See, December 7, 
2005 Harats § 1 . 132 Declaration at If 7-8. 

Argument Conclusion 

As described supra. Applicants have provided several working examples, both in the 
specification and additional data confirming the results described in the specification, and demonstrated 
successful treatment of atherosclerosis by oral administration of isolated human oxidized LDL. 
Therefore, Applicants assert that one of ordinary skill in the art, using the teachings of the instant 
invention would be able to readily determine how to make and use the present invention and respectfully 
request that the Board reverse the Examiner's rejection of claim 28 under 35 U.S.C. § 1 12, first 
paragraph. 

Claims Appendix 

A claims appendix listing the pending claim on appeal is attached to the end of this paper. 
Evidence Appendix 

An evidence appendix, including 37 C.F.R. §1.132 Declarations of Dror Harats and references 
submitted and entered into the record by the Examiner, is attached to the end of this paper. 
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Related Proceedings Appendix 

A related proceedings appendix, indicating that there are no related proceedings, is attached to the 
end of this paper. 




Ivor R. Elrifi, Reg. No. 39,529 
Matthew Pavao, Reg. No. 50,572 
Attorneys for Applicants 



c/o MINTZ LEVIN 
Tel.: (617)542-6000 
Fax: (617)542-2241 

Dated: August 19, 2009 Customer No.: 30623 
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appendix 
Claims on Appeal 



Claim 28 (Previously Presented) A method for treatment of atherosclerosis in a subject, comprising 
administering a therapeutically effective amount of an enteric coated tablet or granule composition 
comprising isolated human oxidized low density lipoprotein and a pharmaceutically acceptable carrier for 
oral administration. 
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Evidence Appendix 

This evidence appendix includes the Declaration of Dror Harats under 37 C.F.R. §1.132 filed 
with Applicants December 7, 2005 Amendment and Response. This §1.132 Declaration was entered into 
the record and considered by the Examiner in the Office Action mailed on March 3, 2006. The December 
7, 2005 Declaration of Dror Harats under 37 C.F.R. §1,132 (including Figure 1) was resubmitted with 
Applicants November 25, 2008 Request for Continued Examination. The compete Declaration including 
Figure 1 was entered into the record and considered by the Examiner in the Final Office Action mailed 
December 3, 2008. 

This evidence appendix also includes the Declaration of Dror Harats under 37 C.F.R. §1.132 filed 
with Applicants August 31, 2006 Amendment and Response. This §1.132 Declaration was entered into 
the record and considered by the Examiner in the Final Office Action mailed on November 29, 2006. 

This evidence appendix also includes the following references submitted December 7, 2005 in a 
Supplemental Information Disclosure Statement and entered into the record by the Examiner in the non- 
final Office Action mailed March 3, 2006: 

• Bocan, Curr. Pharm. Des, 4(l):37-52, 1998; 

• Ishibashi et aUJClin Invest, 92:883-893, 1993; 

• Lichtman etaL,ArtenoscleK Thromb, Vase. Biol 19(8): 1938-44, 1999; 

• Maron, R. et aL, FASEB J, 14:A1 199-(Abstr.), 2000; 

• Babaei et al, Cardiovasc Res. 48(1); 1 58-67, 2000; 

• Burleigh et al, Biochem Pharmacol. 70(3):334-42, 2005; 

• Chen et al , Circulation. 1 06( 1 ):20-3, 2002; 

• Collins et al,Arterioscler Thromb Vase Biol 21(3):365-71, 2001; 

• Cyrus et al. Circulation. 107(4):521-3, 2003; 

• E\h^gQetal,AmJPathol 167(l):267-74, 2005; 

• Li e( al.JClin Invest. 106(4):523-3 1, 2000; 

• Napoli et al , Proe Natl Acad Sei US A. 99(l9):l 2467-70, 2002; 

• Roselaar et al,Arterioscler Thromb Vase Biol 16(8): 1013-8, 1996; and 

• Wang et al, Atherosclerosis. 162(1): 23-31, 2002. 

These Declarations under §1.132 and these references are relied upon by Applicants in this 

appeal. 
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appendix 
Related Proceedings 



None 
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Express Mail Label No,: EV 695511581 US ' 

Date Of Deposit: December 7. 2005 ^e^orney Docket No. 25619-50i (Formerly 01/21885) 

IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 
Applicants: Schoenfeld ei al. 

SerialN-umbbR:. 09/806,400 EXAMINER: Ronald Schwadron 

Filing Date: March 30, 2001 Art Unit: 1644 



For: 



Compositions for the Prevention and/or Treatment of 
Atherosclerosis 



Mail StopRCE 
Commissioner for Patents 
P.O. Box 1450 
Alexandria, VA 22313-1450 



DECLARATION OF DROR HARATS UNDER 37 C.F.R. §1,132 

I. Dror Harats. of 7 1 Mendes Street. 53 765 Ramat Gan, Israel, declare state that: 

I am a coinventor, together with Yahuda Shoenfeld and Jacob George, in the above- 
referenced patent application. 

I received an M.D. degree from the Hebrew University Hadassah Medical School, 
Jemsalem. Israel. I worked as a post-doctoral fellow at the University of Califor:iil at San 
Francisco from 1991-1994. 

I am presently employed as the head of the "Institute of Lipids and Atherosclerosis"' at the 
Sheba Medical Center in Tel-Hashomer, Israel. I am an Associate Professor of Medicine 
at the Sackler School of Medicine, Tel-Aviv University. Tel-Aviv. Israel. I also serve as 
the Secretary of the Israeli Society for Research. Prevention and Treatment of 
Atheroclerosis, and drafted the Guidelines for Prevention of Cardiovascular Diseases in 
Israel, and am a member in good standing of the European Taskforce for Prevention and 
Treatment of Atherosclerosis and Cardiovascular Diseases, 

My research focuses on atherosclerosis. Since the beginning of my career, I have 
published over 80 scientific articles in highly regarded journals and books.' and have 
presented my achievements at many international scientific conferences. 
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I have reviewed the Final Office Action dated July 22, 2005, I understand that Claims 14, 
18-20 and 26 are rejected under 35 U.S.C. §112, first paragraph, as failing to comply with 
the enablement requirement. I appreciate the Examiner's time discussing my invention at 
the November 2005 interview. In response to that rejection, as discussed at the inten-iew 
with the Examiner, the claims have now been amended to recite a method of treating 
atherosclerosis by oral administration of an enteric coated composition comprising 
isolated copper-oxidized LDL or isolated human copper-oxidized LDL. 

The specification provides an example in a mouse model (as described in the 
Specification at, e.g., page 15, lines 20-29; and page 18, line 18 to page 19, hne31). 1 
believe that the LDLR deficient mice used in the studies disclosed in the present 
application is the preferred, art-recognized model for atherosclerosis, for the reasons 
outlined below. 

Specifically, mice having targeted inacUvation of the apolipoprotein E (ApoE) gene and 
of the LDLR gene, under appropriate conditions, develop complex atherosclerotic lesions 
and provide practical atherosclerotic mouse models and are the most utilized model to 
study lipids and atherosclerosis. ApoB is critical in lipoprotein trafficking (clearance of 
chylomicrons, VLDL. and HDL). Thus mice lacking apoE have plasma cholesterol levels 
that are 4 to 5 times normal and develop atherosclerotic lesions spontaneously, even when 
fed a normal diet, The lesions resemble human lesions and progress over time from an 
initial fatty streak to a complex lesion with a fibrous cap. Mice lacking the LDLR have 
less overt disease, with a modest 2 times normal plasma cholesterol level when 
maintained on a nomial diet, and they develop atherosclerosis only slowly. However, in 
response to a high-fat, high-cholesterol diet, LDLR-deficient mice exhibit massive 
elevations in plasma cholesterol and rapidly develop atherosclerotic lesions throughout 
the aorta. 

The predictable development of atherosclerotic lesions and jjlaques and there resemblance 
to human atherosclerotic lesions and plaques along with other more general advantages of 
mice, such as their small size, short generation time, and relative ease to care, have made 
the mouse a most valid, effective and practical model for the study of atherosclerosis. 



EVIDENCE APPENDIX 



7. 



Although the LDL-receptor deficient mouse isn't the optimal model for genetic human 
familial hypercholesterolemia, it is one of the most predictable models for human 
atherosclerosis and the likelihood of new molecules to work as anti-atherosclerosis dnigs 
ia humans is high. Human atherosclerotic plaques are infiltrated with lymphocytes and 
display an inflammatory phenotype that includes expression of pro-inflammatory 
cytokines. In this sense the LDL-receptor deficient mice have plaques similar to those of 
humans containing a significant number of lymphocytes. Moreover, therapeutic strategies 
that apply for atheroprotection in humans are similarly successful in LDL receptor 
deficient mice and may not be so in ApoE knockout mice. These findings indicate that 
plaques developing in LDL receptor deficient mice may be more relevant to human 
atherosclerosis than other non-human models and is one of the most widely employed 
models for drug development in the field of atherosclerosis. 

I believe that the present invention provides a range of concentrations of the composition 
to treat atherosclerosis (See, e.g., page 18, lines 27-29; page 19, lines 1 8-19) in the art- 
preferred model (LDLR deficient mice) for studying the biochemical and morphologic 
effects of atherosclerosis and that one of ordinary skill in the art, using the teachings of 
the instant invention, would be able to readily determine the corresponding doses useful 
in humans, without undue experimentation. 

We prepared and orally administered various dosages of isolated copper-oxidized LDL to 
mice according to the teachings of the instant specification and evaluated the aortic sinus 
lesion area in the aorta. As shown in Figure 1 appended hereto, oral administration of 
isolated copper-oxidized LDL decreases the aortic sinus lesion area by 45% as compared 
to non treated mice at several tested dosages per mouse (lO^ig, 100|iig or lOOO^g), 
Further, as shown in Figure 2 appended hereto, when mice were oraUy administered 
isolated copper-oxidized LDL at varying mg/kg body weight dosages (0.35mg/kg, 
3.5mg/kg or 35rag/kg) results showed decreases in the aortic sinus lesion area similar to 
results shown in Figure 1. These results show that a skilled artisan can, as a matter of 
routine, readily determine the appropriate therapeutically effective dose in humans, 
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9. I also understand that claims 14, 19, 27 and 28 are rejected under 35 U.S.C. § 103(a) as 
berng unpatentable over Sima et al.» 11^^ Int. Symp on Atherosclerosis, page 227, October 
1997 (" Sima '') and Hansson et al,, 11^ Symp on Atherosclerosis^ page 289, October 1997 
CHansson ") in view of U,S. Patent No, 6,541 ,01 1 to Punnonea ( "Punnonen ^Y 

10. A5 described at the interview, neitfier of gima and HanBSon suggest any de$imbility or 
incentive to orally administer an enteric coated composition comprising isolated copper- 
oxidized LDL to treat atherosclerosis. In contrast, those preferences oleariy teach that 
QxLDL contributes to the development of atherosolerosig QxLDL is pro- 
atii^osclerotio) - teadiing av^y from the claimed invention. Additionally, OxLDL is 
ingested on a daily bajsis as part of a routine diet and CbcLDL is degraded ia the gut 
followiag ingestion. For this reason, at the time the application was filed, one of 
ordinary skill in the art would not be motivated to combine Sima and Hansson with 
Pimnonen with a reasonable expectation of succeas. The results described in the 
specification demonstrate that the compositiDa of the claimed invention (enteric coated 
composition comprising isolated copper-oxidized LDL and a pharaiacewtically 
acceptable carrier for oral administration) displays the unexpected ability to treat 
atherosclerosis. 

n . I further declare that all statements made herein of our own knowledge are true and that 
all statements made on information and belief are believed to be true; and further that 
these statements were made with (lie knowledge that willful fidse statements and the like 
so made are punishable by fine or imprisonment, or both, under 1 8 U.S, C, § 1 001 and 
that will&l felse statements may jeopardize, the validity of this application and any patent 
issuing therefrom. 




Signed this 
Unci; 
Appendix I 




day of December, 2005 
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Applicants: Schoenfeld et al. 
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Filing Date: March 30, 2001 Art Unit: 1644 

Compositions for the Prevention and/or Treatment of 
Atherosclerosis 

Mail Stop Amendment 
Commissioaer for Patents 
P.O. Box 1450 
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DECLARATION OF DROR HARATS UNDER 37 C.F.R. §1.132 

I, Dror Harats, of 71 Mendes Street, 53 765 Ramat Gan, Israel, declare and state that: 

1 . I am a coinventor, together with Yehuda Shoenfeld and Jacob George, in the above- 
referenced patent application. 

2. I received an M.D. degree from the Hebrew University Hadassah Medical School, 
Jerusalem, Israel. I worked as a post-doctoral fellow at the University of California at San 
Francisco from 1991-1994. 

3. I am presently employed as the head of the "Institute of Lipids and Atherosclerosis" at the 
Sheba Medical Center in Tel-Hashomer, Israel. I am an Associate Professor of Medicine 
at the Sackler School of Medicine, Tel- Aviv University, Tel-Aviv, Israel. I also sen-e as 
the Secretary of the Israeli Society for Research, Prevention and Treatment of 
Atheroclerosis, and drafted the Guidelines for Prevention of Cardiovascular Diseases in 
Israel, and am a member in good standing of the European Taskforce for Prevention and 
Treatment of Atherosclerosis and Cardiovascular Diseases. 

\. ■ My research focuses on atherosclerosis. Since the beginning of my career, I have 
published over 80 scientific articles in highly regarded journals and books, and have 
presented my achievements at many international scientific conferences, 
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5. I have reviewed the Office Action dated March 3, 200^. I understand that Claims 14 and 
28 arc rejected under 35 U.S.C. §112, first paragraph, failing to comply vWth the 
enablement requireinent. The Examiner asserts that the specification does not disclose 
how to use the claimed method to treat or prevent atherosclerosis in humans in mo using 
an oral tolerance inducing amount of oxidized LDL. The pending claim Is not directed to 
the induction of oral tolerance, rather, It is directed to a method of treating atherosclerosis 
by oral admmlstratlon of an enteric coated tablet or granule composition comprising 
isolated human oxidized LDL. 

6. The specification provides an example In a mouse model (as described in the 
Specification at, e.g., page 15, lines 20-29; and page 18, line 18 to page 19, line 31). I 
assert that the LDLR deficient mice used in the studies disclosed in the present 
application, as wejl as the more recent' studies, provided in the previous declaration, is a 

. preferred, art-recognized model for atherosclerosis, as described hi my previous 
declarations and supported by the state of the art 

Specifically, it is well recognlted in the art that the LDLR deficient mouse is one of the 
preferred animal model to evaluate the effects of pharmacologic agents on 
atherosclerosis. LDLR deficient mice, under appropriate conditions, develop complex 
atherosclerotic lesions and provide practical atherosclerotic mouse models and are the 
most utilized model to study lipids and atherosolerosiso 

7. I further declare that all statements made herein of our own knowledge are true and that 
all statements made on Information and belief are believed to be true; and further that 
these statements were made with the knowledge that willflil felse statements and the like 
so made are punishable by fine or imprisonment, or both, under 18 U»S.C. § 1001 and 
that willful false statements may jeopardize the validity of this application and any patent 
Issuing th ere fi^m, 
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Abstract- Atherosclerosis has often been defined as a mukifactoral disease; however, a 

colon nrfactor associated with accelerated vascular disease '» "^JJ'"^ 

elevated plasma cholesterol level. Even though there is no one perfect ammid model th^ 

ImpS^r^pIicates the stages of human '''''--'--^^S .^^^^^^^^^^^ 

m^rLntcai endothelial injury are two common features shared by most moacis oi 

s:rsisrri^^differwith«^^ 

lementation. length of hypercholesterolemia^ ^'"^^^^^^.^^^^ ^els have supplemented the 
endothelial injury. With the advent of geneuc enpn^mng '"^l^^^^^^x^, S.blt. pig and 
classical dietary cholesterol induced ^^^.^^^''j/.^J';^^^ 

monkey. The desire to limit the progression of 'Jf"'^'"!"' J^'^^J^^^^ ,tt„ctare and composition of 
Biochemical as weU as morphologic and "°n>»H>m«tric changes m *^^^^ intervention 
atherosclen^ic lesions following drug -^^^^'^"i'^X^^^^ often confounded 

studies, interpreutions of alterations mva^ar p«^^^^^^^ ^ 




Introduction 

Atherosclerosis has often been defined as a multifactoral 
disease, h addiUon. hypercholesterolemia has become a widely 
accepted risk factor for premature development of coronary 
artery disease. Oassical thinking argued that development of 
cUnically significant atherosclerotic lesions was associated 
with two major processes. One is fibrocellular proliferation, 
which adds to inttmal bulk and eventually leads to chrome 
ischemic syndromes via gradual constriction of the "Jrlenal 
lumen. The second process involves the combination ?f ceU^ar 
necrosis and lipid deposition within the arterial Intima^ 
Enlargement of a lipid-rich core tends to erode *e fibrous cap 
tU. eventuating in plaque rupture, exposure of circulating btood 
o highly tbrombogenic material and sudden ischemic epuodw 
such M myocardial infarction IWl- Considering our classical 
understanding of atherosclerosis progression, the current article 
■will review the histologic landmarks of the various stages of 
atherosclerosis and also provide a dynamic understanding of how 
the stages might be interrelated. A comparison of vanous 
hypercholestcrolemia-induced animal models of atherosclerosis 
will be made with a focus on their advantages and limuat^ns 
when used to evaluate novel anUalherosclerodc drugs. Finally. 
tf,e Miliatherosclerotic activity of Inhlbiton of acy'-coe«yme 
A:cholesterol O-acyltransferase (ACAT) Fig. ' 
hydxroxy-3-methylglutaryl coenzyme A (HMG-CoA «ductase) 
Fig (2) (15-18)-. 15-lipoxygenasc (15-LO) and lipoprotein 
o:^dation (anti-oxidants) Fig. (3) (19-22) will be discussed; 
however, an emphasis will be on describing how •nodels can 
discern the compound's direct from indirect antiatherosclerotic 
activity. 



Pathology of Atherosclerosis 

Atherosclerosis Is a focal disease that has been shown «> 
develop in a distinct pattern in both man and animals (441. A$ 
depicted In Fig. (4). atherosclerotic lesion development caa He. 
divided into six histologlcaUy distinct stages or lesion 
and five dynamic phases [6.7]. Tbc foimaUon of an intiiiua 
cushion at disUnct sites within the arterial tree appear* to 
precede the development of atherosclerosis and may be 
considered a normal aging process. Smooth muscle celU (SMC) 
migrate from the media, proliferate in the Intima and secrete 
extracellular matrix. Extracellular lipid accumulabon *«t» 
primarily of Upoprotein origin l«l O"'''^'" 
collagen, elastfn and proteoglycans of the developing mtima. 
Oxidation of the Insudant lipoproteins [91 appear, to «^^up • 
chemotactic gradient and stimulate endothelial ceHs to 
upregulate adhesion molecules. i.e.. v«c«lar ceU a^^on 
molecule-1 (VCAM-l) [10], responsible for the 
monocyte-macrophages. Monocyte-macrophages are a taHmrt 
of Type 1 «o I« and are both a culpnt cell responsible for 
promoting lesion development and a potential point of 
therapeutic intervention. The major difference m Type I to HI 
lesions lies in the relaUve amountt of n«>n'^«-™'T'3 
foam cells. SMC. extracellular matrix and lipid and the pos» 
extent of these lesions on the arterial surface. Thestf l«ion,_ 
have classically been termed fatty dots, fatty streaks or 
fibrolipid lesions to denote their relative extent and degree of 
fibrosis. Therefore, progression from the 
cushion to the Type III lesion that may occur over the first 20 to 
30 years of life can be characterized as Phase. I. 
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Fig. (1). ACAT inhibiiors. 

Enlargcmcm of the cxlraccllular lipid pool and fonnation of 
a deep iniimal lipid-rich nccroiic core is a distinguishing 
characteristic of the Type IV lesion. Type IV lesions can be 
described as a transitional lesion with many potential fates. 
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Episodic plaque fissures, microthrombi fonnation and expansion 
of the fibrous cap overlying the necrotic core can lead to the 
fonnation of the potentially more stable Type V lesions. (Phase 
2). Type V lesions thai are often referred to as fibrous plaques 
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have a developed fibrous cap, deep-indmal necrosis and a lipid- 
rich necrotic core composed of cholesterol clefts, calcium 
deposits and evidence of neovascularization. Continued fibrosis 
of a Type V lesion could silently occlude the arterial lumen 
(Phase 5). Rupture of the fibrous cap of a Type IV lesion can also 
generate a mural thrombus that is rapidly recanalated and 
retracted into the arterial wall to form a TVpc V lesion (Phase 3). 
A marted rupture (Phase 4) of the fibrous cap, generation of an 
. occlusive thrombus, myocardial infarction and sudden death is a 
final fate of the Type IV lesion and for the purpose of 
classification has been denoted as a Type VI complicated plaque. 

In summary r atherosclerotic lesion progression in man 
involves episodes of SMC proliferation, extracellular matrix 
deposition and remodeling, lipid infiltration, endothelial cell- 
monocyte interactions, monocyte migration into the intima. 
moncfcyte-macrophage foam cell formation, necrotic lipid-rich 
core formation, calcium deposition, neovascularization, mural 
microthrombi and occlusive acute thrombosis. Some of the cell- 
derived factors that may contribute to atherosclerotic lesion 
development have previously been reviewed [11]. 
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associated with the disease. Irrespective of species, there are 
several common features shared by most models of 
atherosclerosis. Fintly, induction of vascular lesions in most 
animal models is dependent upon development of a plasma 
hypercholesterolemia. Plasma cholesterol elevations can either 
be induced by dietary supplementation with cholesterol, hepatic 
overproduction of lipoproteins or genetic mutation of receptors 
and/or receptor ligands responsible for lipoprotein clearance. 
Secondly, to accelerate development of atherosclerotic lesions 
in hypercholesterolemic animals various forms of acute or 
chronic endothelial damage have been employed. The animal 
models differ with respect to degree of dietary cholesterol 
supplementation, length of hypercholesterolemia, dietary 
regimen and type, duration and degree of mechanical endothelial 
injury. Thus, this section will describe the various rabbit* 
hamster, pig, monkey and transgenic mouse models of 
atherosclerosis with respect to the different experimental 
protocols utilized to induce atherosclerotic lesions, the stage of 
atherosclerotic lesion development being replicated and 
advantages or disadvantages of the model for drug Intervention 
studies. 



Animal Models of Atherosclerosis 

Given the complexity of atherosclerodc lesion development 
in man, the challenge exists to develop animal models that 
closely mimic the human disease. One must accept, however, 
that there is no one perfect animal model that completely 
replicates the stages of human atherosclerosis but that the 
models are useful in studying specific pathologic processes 



Rabbits 

The cholesterol-fed rabbit has been extensively used as a 
model of atherosclerosis since the identification by Amtschkow 
[12] in 1913 that short-term cholesterol feeding results in 
formation of foamy lesions within the aorta. Historically, 
supplementation of commercial rabbit chow with 1 to 3% 
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Fig. C4). Schematic reprcscniaiion of atherosclerotic lesion progression (adapted from references [6. 7]). 



cholesterol and 4 to 8% fat [13] for 6 to 8 weeks has resulted in 
marked elevations in plasma cholesterol, i.e., 1000 to 3000 
mg/dK cholcsteryl ester accumulation in hepatic and peripheral 
tissues [14.151 and development of aortic macrophage foam cell 
enriched lesions. Development of atherosclerosis in the 
coronaries is limited to the small intramyocardial vessels and 
not the larger epicardial vessels as has been found in man [16]. 
The rabbit atherosclerotic lesions were reminiscent in cellular 
composition to Type I to III human lesions. Kriichcvsky and 
colleagues have performed numerous cholesterol feeding 
experiments in which ihey maintained the cholesterol 
supplementation constant, i.e., 2%, and altered the type of 
dietary fat to funher refine ihc role of cholesterol metabolism in 
atherosclerosis progression. A notable finding was that upon 
addition of 6% peanut oil or 6% coconut oil to a 2% cholesterol 
diet two histologically distinct atherosclerotic lesions 
developed [17.18]. Peanut oil supplementation produced aonic 
lesions that contained relatively little lipid but abundant smooth 
muscle cell proliferation and collagen deposition. In comrasi, 
addition of 6% coconut oil to the diet resulted in lesions with 
demonstrable intracellular lipid and intimab proliferation; 
however, less collagen and elasiin were evident. Although 
elevated plasma cholesterol levels induce atherosclerotic lesions 
and dietary fat composition may affect the cellular composition 
of the Icsion.in rabbits, prolonged hypercholesterolemia results 
in exponential cholesterol enrichment of many peripheral 
organs 119]. 

The marked cholesteryl ester enrichment of peripheral 
organs such as the liver and spleen may be problematic when 
evaluating pharmacologic agents. Liver metabolism of 
compounds may be compromised or enhanced in animals fed a 
high cholesterol did and the resulting plasma levels may be 
either an underestimate or overestimate of the actual efficacious 
drug levels. Feeding a 2% cholesterol diet results in marked 
plasma total cholesterol levels and cholesteryl ester enriched 
beia-VLDL as the primary plasma lipoprotein [20]. Giyen the 
pro-atherogenic nature of beta-VLDL (21]. the direct 
amiathcrosclerotic activity of compounds with mechanisms 



unrelated to cholesterol lowering may be masked due to the 
profound effect of beta-VLDL on monocyte-macrophage 
cholesteryl ester enrichment Wc have noted that while 
compounds like ACAT inhibitors Fig. (1) (1-14) which prevent 
the accumulation of cholesteryl esters are antiathcrosclerptic 
under such conditions, the 15-LO inhibitor, PD146n6 Fig (3) 
(19), lacks activity because ifs mechanism of action may be 
related to oxidation of lipoproteins or prc-macrophage cvcnu 
such as monocyte adherence and transmigration. 

Rabbit models of atherosclerosis have been developed which 
limit the amount of dietary cholesterol supplementation [22]; 
however, such models are lime consuming and for that reason 
may have limited utility for screening antiatherosclerotic 
agents. Wilson and colleagues [22] fed rabbits an agar-gel diet 
containing 19% butter arid 1% com oil for up to 5 years. Plasma 
total cholesterol levels were approximately 300 mg/dl and over 
the course of 5 years atherosclerotic lesions representing Type 1 
to V lesions were noted. Advanced atherosclerosis can also be 
induced in a shorter time frame by intenmitient feeding of a 1% 
cholesterol, 5% cottonseed oil diet for 2 months followed by 6 
months of a chow diet and 2 additional months of the cholesterol 
diet [23,24], While plasma cholesterol levels fluctuated with 
dietary cholesterol supplementation, the five stages of 
atherosclerosis were present in both aorta and coronary arteries. 
Protracted feeding of a low cholesterol diet or intermittent 
feeding of high and low cholesterol diets produced 
histologically similar atherosclerotic lesions. Given the 
disparate plasma total cholesterol levels, these data suggest that 
the lipoprotein profile may play an important role in the rate at 
which atherosclerotic lesions develop. Feeding studies have 
indicatexJ thai beta-VLDL was the primary lipoprotein in rabbits 
fed a cholesterol diet while LDL-like particles predominated in 
animals fed a semisynthetic casein-enriched diet [25]. 
Morphologic and morphometric analysis of rabbits fed either a 
0.125% to 0.5% cholesterol or casein-enriched diet for 6 months 
revealed that atherosclerotic lesions developed in both models; 
however, the nature and extent of lesions varied [25, 26J. At 
comparable plasma cholesterol levels, the cholcsterol-fcd 
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rabbits bad approximately twice the extent of aortic 
atherosclerosis relative to the casein-fed animals and Type IV-V 
lesions dominated. In the casein-fed rabbits. 30% of the aorta 
contained alhcrosclerolic lesions that ranged in appearance from 
fatty dots to fibrous plaques with a necrotic lipid-rich core 
(25.26). These data indicate that under a similar lime frame and 
plasma cholesterol level the type of dietary supplementation can 
affect the quantity and type of atherosclerotic lesion that 
develops primarily by altering the major cholesterol caring 
lipoprotein, i.e.. beia-VLDL or LDL. 

Genetic models of atherosclerosis, namely, the homozygote 
Watanabc Heritable Hyperiipidemic rabbit (WHHL) which lacks 
functional LDL receptors, have also been compared to 
cholcstcrol-fed rabbit models [27.28]. Like the casein-fed 
rabbits, plasma cholesterol was primarily distributed in LDL. In 
WHHL rabbits, leukocyte margination, subendothelial 
accumulation of isolated lipid-fillcd macrophages, accumulation 
of SMC and formation of fatty streaks occurred over the first 4 
weeics of life [27]. A similar sequence of ]eslon formation was 
noted in New Zealand White rabbits fed a 0.1% to 0.2% 
cholesterol diet. Expansion of the Hpid-fillcd monocyte- 
macrophage rich lesions, i.e.. Type Mil fatty streaks, occurred 
during the first 6 months in both types of rabbits while complex 
Type V fibrous pJaque lesions were noted in the WHHL and 
cholcstcrol-fed rabbits by 13 months of age [28-30]. An 
enrichment of cholesteryl ester, primarily cholesieryl olcaie 
was noted in the aorta of both animals over the course of 13 
months and such a finding was consistent with the morphologic 
data noted above (311. Despite the different lipoprotein 
distribution, one must conclude that the development of 
atherosclerosis in WHHL and cholesterol-fed rabbu is very 
similar and occurs within a similar lime frame. One might 
propose that the WHHL rabbits may be useful to assess agenu 
which lower plasma cholesterol by altering lipoprotem 
production since these animals lack functional LDL receptors. 
Cholesterol-fed models are less expensive and time consuming 
and may be manipulated by altering the level of cholesterol 
intake to assess the significance of graded degrees of 
hyercholesicrolcmia on cellular processes associated with lesion 
formaHon. e.g.. monocyte adherence, margination and foam cell 
formation. 

Thus far in the discussion of rabbits as models of 
atherosclerosis it is apparent that human-like atherosclerotic 
lesions can be induced by elevating plasma cholesterol levels 
through continuous or intermittent feeding of a cholesterol diet, 
a casein-enriched diet or by deleting functional LDL receptors as 
in the WHHL rabbit. It is also quite obvious that in such models 
a great deal of time is required to induce atherosclerotic lesions 
comparable to man. i.e.. 6 months to 5 years. 

Hypercholesterolemia and mechanical denudation of the 
endothelium in various vascular regions of the rabbit have been 
utiliicd to develop shorter-term models of atherosclerosis with a 
high degree of predictability as to the location and type -of 
atherosclerotic lesion. Acute mechanical injury of the arienal 
vessel wall can be achieved using a. variety of methods. A 
balloon embolectomy catheter [32] can denude the vessel and 
distend the media while gentle denudation can be achieved by 
drawing a nylon filament over the surface of the vessel [33, 34). 
Moderate injury and denudation occur following cutting of the 
iniemai elastic lamina with a metal or diamond tipped catheter 
135]. Chronic endothelial damage has been shown to promote 
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thrombosis at the catheter tip and formation of fibrous lesions 
(36. 37]. We have used a combination of chronic endothelial 
injury using a surgically implanted sterile nylon monofilament 
and dietary cholesterol supplementation (38, 39]. Combination 
of hypercholesterolemia and endothelial injury has allowed one 
to develop a model of atherosclerosis that is reproducible, has a 
high incidence of lesion formation and a predictable lesion site 
and type. The character of the atherosclerotic lesion is dependent 
upon the degree, length and type of hypercholesterolemia 
induced. 

In summary, hypercholesterolcmic rabbits arc valuable 
models and the most widely used model for the evaluation of 
pharmacologic agents. Five types of human-like atherosclerotic 
lesions can be induced in the rabbit; however, the model Is 
limited in that evidence of the complicated rupmred fibrous 
plaques cannot be found. Rabbits are also valuable for 
atherosclerosis research because unlike other models, 
atherosclerotic lesions progress even after removal of dietary 
cholesterol supplementation [23»40]. Evaluation of the direct 
aniiatherosclerotic properties of hypocholcstcrolcmic agcnU 
requires normalization of plasma cholesterol levels by diet prior 
10 drug adminis^Uon. Since rabbit atherosclerotic lesions wiU 
become more complex following cholesterol removal, agents 
which act by direcUy altering cellular processes sucb as ACAT 
inhibitors that limit macrophage ac«imulaUon can be discerned 
and their effect on lesion progression/regression can be 
monitored. 

Hamster 

Another model of atherosclerosis, that has received recent 
ancntion is the hypercholesterolcmic hamster. Male hamste» 
fed a 3% cholesteroK 15% butterfat diet for up to a month had 
elevated plasma cholesterol levels and the presence of Type I 
fatty dots and fatty streaks within the aortic arch [41]. Withm 3 
to 4 months of the very high cholesterol/fat diet, expansion of 
the fatty streaks into the^ thoracic aorta around sites of 
intercostal ostia was noted 141]. By 10 months of cholesterol 
supplementation when plasma cholesterol levels were. H-timw 
normal, advance Type V lesions were observed in the aortic ar^ 
of the hamster but their extent was quite limited, i.e., 30% of d» 
cross-secUonal vessel surface. Feeding hamsters a 0.2% 
cholesterol, 10% coconut oil for 10 weeks [42] or 0.05% 
cholesterol. 10% coconut oil for 8 weeks [43] resulted m the 
accumulation of monocyte-macrophages within the aorta arch. 
Thus, short-term feeding of a cholesterol and either coconut oU 
or butterfat diet to hamsters Is a model, of subendothelial 
monocyte-macrophage foam cell formation. Atherosclerotic 
lesions can be found predictably within the Inner curvature of the 
aortic arch and can be identified by staining with the lipid dyc» 
Oil Red O. Such a model is useful due to its size for the acute 
evaluation of agents that may interfere with the early stages of 
lesion formation, e.g.. monocyte adherence. transmigraUon and 
foam cell formation. 

The hypercholesterolcmic hamster has been used for the 
evaluation of numerous pharmacologic agcnU with varying 
mechanisms of action. Doxazosin Fig. (5) (23). 
adrenergic inhibitor, and cholestyramine Fig. (5) (24) 
decreased the extent of Oil Red O-positive macrophage loam 
cells; however, one could not discern that this was a direct effect 
on the arterial wall because plasma cholesterol levels were 
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reduced by both groups and doxazosin (23) lowered blood 
pressure [43]. Higher doses of doxazosin (23) did not have any 
greater lipid lowering effect but a more roariced reduction in 
macrophage foam cell area was noted and such daia Is suggestive 
that the compound may have a direct effect on monocyte- 
macrophage accumulation 142]. The HMO-GoA reductase 
inhibitor, lovaslatin Fig. (2) (15). also was shown to reduce 
macrophage accumulaHon but again the changes were associated 
with a decrease in plasma cholesterol levels ['♦^l- InWbiton of 
angiotensin converting enzyme such as captopnl Fig. ^) IZ5) 
without lowering plasma cholesterol and fosinopnl Ftg. (5) 
(26) by lowering LDL cholesterol, reduced aortic arch 
macrophage accumulation 1451. An additional study with 
captopril (25) and fosinopril (26) aimed at assessing the ability 
of these compounds to regress hamsler atherosclerotic lesions 
was performed [46]. Both compounds were repotted to reduced 
macrophage accumulation and thereby induce regression; 
however, while a group of animals was nccropsied at 4 weeks to 
establish the degree of atherosclerosis prior to intervention 
only the drug treated animals were followed for an additional 6 
weeks. A control designed to assess the effect of plasma 
cholesterol lowering or continued cholesterol feeding without 
intervention was not included. The ACAT inhibitor, octimibate 
[47] Fig. (1) (1). and endothelial subtype A receptor anugomst. 
BMS-182874 [48] Fig. (5) (27), both of which lowered plasma 
cholesterol, and the prostacyclin agonist. BMY42393 [47] Fig. 
(5) (28) in the absence of cholesterol lowering, have been 
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shown to limit macrophage accumulation in the 
hypcrcholestcrolemic hamster. Thus, the hyperebolesterolenrfc 
hamster has proven to be a useftil model for the assessment 
compounds; however, the changes in plasina cholesterol and 
blood pressure confound the interpretation of the 
antiathcrosclerotic data and Hmit one's ability to ascnbe the 
activity to a direct effect of the c()mpound$. 

Swine 

Swine are a non-rodent model of atherosclerosis in which 
atherosclerotic lesions have been found to develop 
spontaneously [49]. The pathogenesis of lesion development in 
pigs has been shown to closely parallel the stages of. lesion 
formation as seen in man [50-52J. In addition, atherosclerotic 
lesion development can.be exacerbated by combination of 
hypercholesterolemia and endothelial injury [53-56J. A strain of 
pigs with mutant apollpoprotein B alleles has been idendfied 
and these animals have been shown to be hypereholesterolerolc 
due to defective lipoprotein clearance and proiie to premsiiure 
development of atherosclerosis [57-60]. Unlike the rabbit and 
hamster where lesions predominate in the aorta, atherosclerotic 
lesions have been observed in cerebral [61] and coronary [62] 
vessels of the pig. Thus, swine are a useful model for the 
evaluation of atherosclerosis from the penpcctivc that lesions 
develop spontaneously, their circulatory system and 
localization of lesions are similar to man and the lesions are 
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rcspoosive lo dietary intervention by exhibiting regression 
after prolonged periods f63»64). 

Despite their similarity to man with respect to 
atherwclerosis development, swine arc not widely used for the 
evalujtion of anliathcrosclerolic agents. We have reported that 
the ACAT inhibitor. CI-976 Fig. (1) (2), blunted the 
progression of diet- and injury-induced atherosclerotic lesions m 
Yucatan miniature pigs potentially by inhibiting arterial ACAT 
and by lowering plasma VLDL-choIesterol levels [65]. The ACE 
inhibitor, perindopril Fig. (5) (29). was evaluated in 
hypcicbolesterolemic miniature pigs and noted to limit the 
devdopment and monocyte-macrophage enrichment of aortic 
lesion; however, mean arterial blood pressure (MABP) was 
reduced in the animals [66]. Such reductions in MABP like the 
decrease in VLDL-cholestcrol levels confound the interpretation 
of the data and limit one's ability to ascertain whether the 
compounds had a direct effect on lesion development. The 
limited a priori knowledge of a compound's effect on plasma 
cholcsicrol or blood pressure and the animal's inherent size are 
major disadvantages of using pigs for assessment of a 
compound's direct anti atherosclerotic potential. Miniature 
swine weigh approximately 12 kg at 4 months of age and in our 
smdies feeding pigs a 2% cholesterol, 16% fat diet resulted in a 
doubling of their body weight within 4 months of diet 
initiation. Therefore, although swine are excellent models of 
atherosclerosis that mimic the human disease from the 
perspective of lesion pathology, such a model may be limited to 
evaluation of the antiatherosclerotic potential of compounds 
during their drug development stages rather than discovery 
phases. 

Monkeys 

Non-human primates have often been portrayed as ideal 
models of human atherosclerosis due to their close phylogenctic 
assodation to man; The morphologic characteriration of 
atherosclerotic lesion progression and regression has been 
performed In cynomlgous {Macaca fascicularis)[61'69h rhesus 
{Macaca mulatta) [70), cebus {Cebus alb\frons) [71], squirrel 
{SeUnm sciureus) [71] and pigtail (Macaca nemesmna) [72-75] 
moiteys. The pathology of atherosclerotic lesion development 
in various monkey species has been shown to be quite similar to 
maa Spontaneous development of atherosclerotic lesions is rare 
In non-human primates; however, like in the animals noted 
above cholesterol feeding has been shown to promote the 
development of atherosclerosis in the monkey. Experimentally 
induced advanced atherosclerosis in monkeys requires 
approximately 3 years and addition of dietary cholesterol 
* supplementation to produce plasma cholesterol levels of 
between 350 and 500 mg/dl. The localization of atherosclerotic 
lesions was similar to man in that lesions were present in the 
coronary arteries, abdominal aorta and iliac arteries. Plasma 
cholesterol levels of 200^ mg^dl have been noted to produce 
advanced Type V fibrous plaques In Macaca nmestrina after 3.5 
years of diet (72.73). A retrospective evaluation of cebus and 
squirrel monkeys administered a normal diet without cholesterol 
supplementation and ranging in age from 12 to 20 years 
highlighted the difference in suscepiibiliiy to atherosclerosis 
and lesion character [71). The older squirrel monkeys were found 
to have advanced Type IV-V atherosclerotic lesions. containing 
lipid enrichment and a necrotic lipid core in the abdominal aorta 
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while lesions from ;r cebus monkeys were characterized as 

diffuse intimal thickening without lipid accumulation (71). 
Thus, it is apparent from evaluation of monkey models of 
atherosclerosis that lesions of comparable character to man. 
swine and in some cases rabbits can be achieved; however, a 
combination of a lower plasma cholesterol level and a longer 
period of time is required for lesion progression. 

Few studies have been performed in monkeys using either 
dietary or pharmacologic intervention to promote lesion 
regression. After a 30 month lesion induction phase, switching 
cynomologous monkeys to a chow diet initially, i.e., 6 months, 
results in a reduction in monocyte-macrophages and cholcsteryl 
esters; however, intimal necrosis and free cholesterol 
monohydraie remain [67). Within 12 months, the 
atherosclerotic lesions tended to resolve to an intimal scar with 
a lipid composition similar to normal vessels except for the 
presence of cholesterol crystals [67). The bile acid sequestiant, 
cholestyramine Fig. (5) (24), the antioxidant, probucol Fig. (?) 
(20), cither alone or upon coadministration was shown to 
promote atherosclerosis lesion regression in the rhesus 
monkeys [76) presumably due to lowering plasma cholesterol 
levels. Therefore, although atherosclerotic lesion devcloprocni 
appears to mimic human disease progression, the utility of using 
ihest animals for dnig discovery is limited by their availabiligr 
and potential variability due to their underlying differences in 
age and degree of atherosclerosis progression. In addition, given 
the time frames required for lesion development in the monkey, 
rabbits fed a low cholesterol diet may be a viable substitute as 
shown by Wilson and colleagues [22). 

Transgenic Mice 

Due to advances in molecular biology and die lealiration diat 
mice, in general, arc normaily resistant to the development of 
athci^>sclerosis [77], genetically engineered mice have b<«i 
developed which are predisposed to hypercholesterolemia- 
induced disease. Two well-characterized transgenic mouse modds 
of atherosclerosis are the apolipoprotcin B (apoE)-dcfic!enl 
mouse [7&-80] and the low density lipoprotein (LDL) recepfoi^ 
negative mouse [8I,82J, ApoE is a major component of plasm 
lipoproteins that has a high affinity for LDL receptors and 
chylomicron remnant receptors (S3,84) and may be important in 
facilitating reverse-cholesterol transport from peripheral 
tissues. The apoE-deficient mice have been shown to be 
hypercholesierolemic, i.e., 400 to 70O mg^dl at 5 to 55 weeks of 
age, while maintained on a chow diet (79). Atherosclerotic 
lesions develop naturally over the time frame of II to 64 weeks 
within the aortic sinus and exhibit a similar histologic 
appearance as Type I to V lesions- Monocyte-macrophage foam 
cells predominate either as Individual cells or clusters in the 
earty stages of lesion development, i.e., less than 28 weeks, 
while fibrosis.. Intimal necrosis, accllular, necrotic lipid-rich 
cores with evidence of cholesterol clefts can be found after 32 
weeks of age [79). A similar histologic pattern can be seen in 
apoE-deficient mice' fed a Weslcm-lype diet, i.e., 0.15% 
cholesterol; however, the timccoursc of lesion development is 
shorter and the extent of atherosclerosis is greater (80). 
Cholesterol-fed apoE-deficient mice have plasma cholesterol 
levels of 1000 to 4400 mg/dl over 6 to 40 weeks of age. 
Evidence of Type IV-V complex fibrous plaques can be seen as 
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early as 15 weeks and the lesions arc not only present in the 
aortic sinus but also associated with the bifurcations of such 
major branch vessels as the common carotids, celiac, 
mesenteric, renal and iliac arteries [80]. 

The LDL receptor-negative transgenic mouse has also heen 
developed (81,82], Unlike the apoE-deficicni mice, 
atherosclerotic lesions do not occur naturally during the 
timeframes currently studied, i.e., 6 months (82). Dietary 
supplementation with 0.15% cholesterol results in plasma 
cholesterol levels of 900 to 1000 mg/dl over 6 months and the 
development of atherosclerotic lesions within the aortic sinus. 
The morphologic appearance and extent of atherosclerosis in the 
LDL fcccpior-ncgative mouse is similar to comparably fed apoE- 
deficicnt mice; however, plasma cholesterol levels are half that 
noted for the apoE-deficienl mice and there is greater variability 
in the latter mouse model [82]. Thus, both the apoE and LDL 
receptor-deficient mice are viable small animal models for the 
evaluation of atherosclerotic lesion progression. 

The utility of apoE and LDL receptor-deficient mice for the 
evaluation of anttatherosclerotic agents has yet to be 
determined. Few studies have been reported which utilize these 
mice in drug intervention studies. The antioxidant, N.N*- 
diphenyl l.4-phenylenediamine (DPPD) Fig. (3) (21) has been 
evaluated in apoE-dencicnt mice fed along with a 0.15% 
cholesterol diet for 6 months and was found to reduce the extent 
of aottic atherosclerosis by 36%. i.e., control - 22%; DPPD (21) 
- 14% lesion coverage [85]. In contrast, probucol Fig. (3) (20), 
another antioxidant vith hypolipidemic propcrUcs, accelerated 
the development of atherosclerosis in apoE-dcficteni mice 
irrespective of whether the compound was administered m a 
chow or cholesterol containing diet and despite lowering plasma 
cholesterol level [86]. Such paradoxical observations raise an 
important issue relating to Interpretation of the results of drug 
intervention studies in genetically derived mouse models. One 
must question the appropriateness of the model for testing the 
specific compound of interest. For instance, unlike the LDL 
receptor-negative mouse that is a model of a naturally occumng 
abnormality, i'a, familial hypercholesterolemia, apoE-deficiem 
mice possess a specific genetic deletion of an apohpoprotein 
that may be necessary for reverse-cholesterol transport. One can 
argue that if a compound's ami atherosclerotic activity is 
mediated through apoE metabolism such a mouse model would be 
inappropriate for assessing the compound's activity. 

Numerous other transgenic mouse models have been 
developed. A few transgenic mouse models of potential 
relevance to atherosclerosis from the perspective of "poprotem 
metabolism are the human apolipoproiein B [87], 
apolipoproiein (a) [88], Lp(a) [89,90] and cholesieryl ester 
transfer protein (CETP) (91) transgenic models. In addition, one 
might predict that site specific deletions or overexprcssion of 
pro-atherosclerotic molecules such as adhesion molcciiles. 
* growth factors, cytokines or integrins, for example, would be 
useful models for the assessment of direct acting 
amiathcrosclcrotic agents. A caveat to such an approach is 
cxempliHed by the comparison of the apoE- and LDL receptor- 
deficient mice. Both genetic defects resulted in a similar 
atherosclerotic lesion pathology and required some degree of 
hypercholesterolemia. Therefore, temporal evaluations of lesion 
development in the presence and absence of pharmacologic 
agents may be more informative in assessing whether the 
specific gene product/defect exacerbates disease progression and 
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whether pathologic redundancies limit the efficacy of the 
specific pharmacologic entity. 

Pharmacologic Intervention Studies 



ACAT 

Acyl-CoA:choIesterol 0-acyl transferase (ACAT) is the 
primary enzyme responsible for the esicrification of cholesterol 
in all mammalian cells, but under conditions of excessive 
cholesterol accumulation in the vascular wall. ACAT may be 
responsible for the generation of the hallmark of 
atherosclerosis, namely, the monocyte-macrophage foam cell. 
Since ACAT and cholesterol esterification may be considered a 
pro-atherogenic event, we and others have hypothesized that 
inhibition of arterial wall ACAT may prevent the formation of 
the macrophage-enriched fatty streak and the development of the 
clinically significant fibrous plaque. In addition, given the 
observations that monocyte-macrophages arc localized to the 
potentially friable shoulder regions of atherosclerotic lesions 
and in association with matrix degrading enzymes, one might 
speculate that by limiting the accumulation of monocyte- 
macrophages through inhibition of ACAT one would promote 
the development of a stable plaque morphology. 

Several inhibitors of ACAT have been evaluated in animals 
and they have been found to be antiaiherosclerotic by measuring 
changes in lesion extent and/or cholesteryl ester enrichmenu 
Schaffcr and coworkers [921 reported that administration of 
CL277082 Fig. (IJ (3) to rabbits for 16 weeks after a lO-wcek 
lesion induction phase resulted in a 49% reduction in aortic 
cholesteryl ester content. Cyclandalate Fig. (1) (4). a relatively 
weak inhibitor (IC50 = 80 (M) with an unknown mechanism of 
inhibition [93] was shown to blunt the increase in aortic lota^ 
cholesterol contem when given 10 rabbits in a low-cholesterol 
chow diet after a lesion induction phase [94]. A more spcafic 
and potent inhibitor of ACAT, namely. RP-70676 Fig. (1) (5). 
administered in a similar manner as cyclandalate (4). was 
reported to decrease aortic free and esierificd cholesterol cont^ 
by 27 to 42% [95]. In addition, melinamide [96,97] Fig. (1) W 
and the furobenzochrome Fig. (1) (7) reported by Gammill ei aL 
[981 were shown to prevent lesion formaUon in cholesterol-fed 
rabbits, Kimura and colleagues have also reported that a senes 
of phenylureas Fig (1) (8,9, 10) "'"i^^" ^^e pro^sio^^^^^ 
aortic atherosclerolic lesioDS in the rabbit 1^9 J OO], Other 
poiem and systemically bioavailable inhibitors *>/ ACAT, 
Lely, E5324 {1011 Fig. (DdD and ^5237 11021 Fig 
(1)(12), significantly inhibited the progression and cholesterol 
enrichment of aortic atherosclerosis in rabbits. Cl-976^i^ 
(1)(2), a potent, systemically bioavailable inhibitor of ACAT 
was evaluated in hypcrcholesterolemic Yucatan, micrppigs and 
was noted to prevent the formation of atherosclerotic lesions 
[651 Despite achieving plasma CI.976 (2) levels of 9 to 52 
limes the IC50 for inhibition of ACAT in mouse peritoneal 
macrophages, an accepted in vitro model of foam cell formation, 
one was left to conclude in this model that the 
antiaiherosclerotic activity of the compound may be related to 
reductions in plasma VLDL-cholesterol since the 
antiatherosclerotic activity was highly correlated with plasma 
YLDL-cholcstcrol levels. Therefore, given the fact that m each 
of the studies cited above plasma total cholesterol levels were 
reduced in the animal models to the same extent or greater than 
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animals switched to a chow. Jow cholesterol dici» classification 
of these compounds as direct acting anliatherosclerotic agents is 
difficult 

Direct inhibition of arterial wall ACAT with a potent, 
systcrokally bioavailabic agent although much harder to discern 
both prcclinically and clinically may provide a greater vascular 
benefit than can be achieved by plasma cholesterol lowering 
alone. The ACAT inhibitor, CI-976 Fig. (1)(2). a fatty acid 
amide, was evaluated in a cholesterol-fed rabbit model of 
atherosclerosis at a dose that was bioavailable but did not lower 
plasma total cholesterol [39]. Cl-976 (2) prevented the 
accumulation of monocyte-macrophages within a precstablishcd 
ftbrofoamy lesion, attenuated the development of thoracic aortic 
fatty streak-like lesions and decreased the choleslcryl ester 
enrichment of the developed lesions. Wc have also reported that 
two isoxazoles Fig. (1)(13, 14) which were bioavailable based 
on a bioassay designed to assess plasma ACAT inhibitory 
biocqiiivalenu limited the development of thoracic aortic foamy 
lesions but were inactive in the more fibroproliferative femoral 
lesions of the rabbit [103]. Others have also reported that in 
Watanabe heritable hyperlipidemic (WHHL) rabbits, a model of 
familial hypercholesterolemia lacking the LDL receptor, E5324 
[104] Fig. (1)(11) and FR145237 [102] Fig. (1)(12) can limit 
the development of atherosclerotic lesions in the thoracic and 
coronary arteries in the "absence of plasma cholesterol lowering. 
Kogushi et al [104] have also shown that E5324 (11) markedly 
reduced aortic ACAT activity; however, such a decrease may be 
related to the reduction in lesion and macrophage extent and not 
a representation of direct arterial wall ACAT inhibition. 
Considering the data with CI-976 (2). E5324 (11) and 
FR145237 (12), one can conclude that ACAT inhibition has the 
potential to limit atherosclerosis progression by specifically 
affecting vascular monocyte-macrophage accumulation. 
However, it is also quite apparent from the various smdies cited 
above that the experimental protocols can be quite varied. 

The animal experimental protocols can be classified into 
several major categories. Fintly, compounds were administered 
cither at the initiation of dietary cholesterol supplementation 
and the animals were necropsicd after 2 to 4 months of 
treatment. These studies are often termed progression studies in 
that the effect of the compound on monocyte-macrophage 
accumulation or generation of Type 1 to Type in lesions is being 
studied. However, the hypocholesterolemic activity of the 
compounds limits the assessment of direct antiatherosclerotic 
activity. Secondly, compounds were given after a degree of 
hypercholesterolemia and atherosclerotic lesion development 
has been established. In most cases, animals were fed a 
cholesterol diet for 8 to 10 weeks and administered the various 
compounds either in the same cholesterol diet or a chow diet for 
an additional 6 to 8 weeks. Such studies can dtssess whether 
compounds can limit the further progression of a prcestablished 
lesion and/or promote lesion regression. The ability to study 
lesion regression is often lost because few studies randomize 
animals based on their plasma total cholesterol and necropsy a 
group prior to drug intervention in order to assess the type, 
extent and composition of the lesions. Under these regression 
paradigms the antiatherosclerotic activity of the compound is 
best assessed when compared to cither a group of animals 
switched to a chow diet or administered a cholesterol absorption 
inhibitor such as cholestyramine Fig. (5)(24) in order to match 
the degree of cholesterol lowering. Despite the extended period 
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of hypercholesterolemia such rabbit models are still 
representative of eariy fibrofoamy lesions (Type MID and not a 
reficction of the more advanced Type IV-V fibrous plaques. 
Thirdly, WHHL rabbits that appear refractory to plasma 
cholesterol lowering causied by ACAT inhibition can be used to 
assess a compound's antiatherosclerotic activity. The WHHL 
may be a very good model for the assessment of ACAT 
inhibitors in that plasma total and lipoprotein cholesterol 
levels remain relatively constant following treatment and more 
advanced atherosclerotic fibrous plaque lesions may develop in 
the long-term. Fourthly, as reported for CI-976 (2), a 
combination of chronic endothelial injury and cholesterol 
feeding in cither a progression or regression paradigm can allow 
one to not only zs%cs% the development and regression of 
atherosclerotic lesions but also determine whether the 
compounds have an effect on the cellular composition of a 
defined, well-characterized lesion with a greater than 99% 
incidence of occurrence. Finally, models of more advanced 
atherosclerosis can also be developed and used to assess whether 
ACAT inhibitors can limit the formation or promote the more 
rapid development of advanced fibrous plaques. Rabbits exposed 
to chronic endothelial injury within one week of study initiatioo 
and sequentially fed a cholesterol, fat diet for 9 weeks, a fat only 
diet for 6 weeks and various compounds for 8 additional wccto 
has allowed us to develop advanced fibrous plaques in the rabbit 
within 23 weeks and to further address the benefit of ACAT 
inhibitors. Therefore, numerous models have been developed 
specifically for testing the direct antiatheroscleroUc activity of 
ACAT inhibitors; however, our conclusions ascribing the 
activity of the compound to (Krcqt inhibition of arterial ACAT is 
still based on circunnstantial evidence. 

Numerous in vitro, biochemical and phamwcokinctic stutto 
have been performed in order to relate plasma drag levels with 
the compound's ICso for macrophage ACAT inhibition. Tte 
basis for claiming that an ACAT inhibitor is direcUy 
antiatherosclerotic appears to be rooted in the concept that if 
plasma drug levels are maintained above the IC50 for Inhibitioo 
of macrophage ACAT and plasma total and lipoproicio 
cholesterol levels arc unchanged then the compound has direa 
antiatherosclerotic properties. One assumes that the coropoubd 
at steady state will partition into the various atherosclerotic 
lesions and Inhibit macrophage ACAT. Direct measurement of 
arterial wall ACAT and vessel dmg levels have been perforaied 
[104]. Given the observations that ACAT inhibitors hinit 
arterial wall macrophage enrichment, i.e., a source of arterijd 
ACAT, one must be cautious in interpreting a reduction 10 
arterial wall ACAT activity as evidence for direct ACAT 
inhibition. A more plausible explanation is that there is t 
decrease in the amount of ACAT enzym'c due to a reduction in 
macrophage accumulation^ Standardization of athen>sclcrodc 
lesion size and cellular composition prior to acute 
administration of the ACAT inhibitor and assessment of ACAT 
activity may provide more definitive proof of direct arterial waD 
ACAT inhibition. However, an absence of ACAT inhibition may 
be misleading in that during the microsome isolation procedures 
compounds may be. diluted out of the sample. Quantification of 
vessel drug levels is not only problematic and their accuracy can 
be questioned for the same reasons as noted above for the 
measurement of ACAT activity but al$6 drug extraction 
efficiency and metabolism become an issue. Although still 
circumstantial another marker of arterial ACAT inhibition is Uk 
cholesieryl ester content of the vessel wall under comparable 
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levels of plasma total cholesterol exposure and athcrosdetotic 
lesion/macrophage extents. 

HMG-CoA Reductase Inhibitors 

3^ydroxy-3-methylglutaryl coenzyme A reductase (HMG- 
CoA reductase), in addition to being d>e rate limiting enzyme in 
the cholesterol biosynthetic pathway, is involved in the 
regulation of receptors for LDL-cholesterol (I0«. In 
experimental animals [106], and patients heterozygous 
familial hypercholesterolemia [107] inhibition of hepatic HMG- 
CoA reductase leads to an increased number of LDL receptors on 
the cell surface, which ultimately results in an enhanced 
clearance of plasma LDL and a reduction in plasma tota 
cholesterol levels. However. in "onfamilial 
hypacholesterolemic and familial combined hyperlipidem.c 
patients. HMG-CoA reductase inhibitors lower plasma 
cholesterol by inhibiting lipoprotein production [108]. 
Reductions in plasma total cholesterol of over 30% and in LDL- 
cholesterol of 40% have been observed in clinical trials wi h 
various doses of atorvastatin [1091 Fig. W(«>';°:f 
[UOl Fig. (2)(15). pravastatin [111] Rg- (^KH). and 
simvastatin [112] Fig. (2)(18). In addition, the recent 
S^inavian Simvastatin Smlyal Study (4S) 1113) h« shown 
that lowering plasma cholesterol by 33% with diet and 
simvastatin (18) significantly reduces the ""o"^^^/ 
30%. coronary heart disease mortality by 42%. and incidence of 
nLtal my^ardlal infarction by 37%. The West of ScoUand 
Study (WOSCOPS) has demonstrated that lowering plasma LDL- 
cholesterol by 26% with diet and pravastatin (17) significantly 
reduced the risk of mortality from dcflrilte ^^^^^l^Z, ^jr 
31% [1141 Thus, the data in roan indicate that inhibitoB oi 
HMG-CoA reductase by reducing plasma cholesterol may limit 
the development of atherosclerosis and reduce the risk of 
mortality. 

Several animal studies have also shown that lovastatin (15) 
and pravastatin (17) can attenuate atherosclerotic le ion 
develSpmeat when plasma total and "5L-ch<,leste,o^."«/!^ 
1115-1181. and that atorvastatin (16) can >'™t l^Jon 
developmim independent of changes in P'"™Vv5^ScTa 
[1191. Due to the potent hypolipldcinic acuv.ty of HMG-CoA 
reductase Inhibitors, the assessment of these ^^P"""^/ 
anlialherosclerotlc potential in P^-^''")^^' /"J*'' 
atherosclerosis is difficult. However, comparison «>"^»»n« 
with a similar plasma toul cholesterol exposure may allow one 
^ less whether an a^ent has any inherent antiMhero^lerot^ 
properties. For instance, we reported that in » cholestero -fed 
Iwx model of lesion progression, lovastatm (15). prav« a un 
(17) and atorvastatin (16) reduced plasma ^o ester J 
exDOSure over the course of the expenmcnt by 37% to 43% 
imi. Given the linear relationship between plasma cholestero 
ratherosclero,!, extent noted previously (1201 one migm 
I^ct that the degree and composition of the atherosclerotic 
lesions would be similar amongst the three treatment groups^ 
Despite equal plasma cholesterol levels, pravasta in (17) and 
lovastatin (15) had no effect on thoracic aortic lesion exten or 
iliac-femoral cross-sectional lesion area. In com ast^ 
atorvastatin (16) reduced the thoracic a«>".c lesion extent from 
44% to 19% and tliacfemoral lesion area by 67%. Thus, we 
concluded that atorvastatin can directly limit atherosclerosis 
lesion progression. 
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Evaluation of the vL as HMG-CoA reductase inhibitors in a 
rabbit model of atherosclerosis lesion progression highlights 
the power of the experimental design In formulating ari 
interpretation of the data. Given the fact that plasma cholesterol 
levels were reduced, an analysis of a subset of compounds with 
the same cholesterol exposure allowed one to assess their 
relative antiathcroscleroUc activity and also ascnbe the activity 
to a direct effect on the lesion. Establishment of the effect of 
lipid-lowering on atherosclerosis development is an important 
factor when assessing compound efficacy. Addition of control 
treatments such as cholestyramine Fig. (5)(24). a non- 
absorbable resin, or diets containing graded cholesterol 
contents are methods for assessing the anliatherosclerotic 
activity of a compound at defined plasma cholesterol levels. 
Reductions in lesion size, extent or composition above that 
predicted for a given plasma cholesterol level may indicate that 
the compound is directly altering a pro-atherogenlc event. 

Comparison of biochemical, morphologic and 
morphometric results may allow one to establish the 
consistency of the effect and to identify potential mechanisms 
for the observed antiatherosclerortc activity. For instancclI19j. 
not only did atorvastatin Fig. (2)(16) decrease Uic extent of 
thoracic aortic atherosclerosis but also reduced Uie chok«tetyl 
ester content of the thoracic aorta, a secondary marker that is 
reflective of the lesion extent and composition, i.e.. lipid . 
monocyte-macrophage enrichment. Examination of the 
histopathology of Uie atherosclerotic lesions and morphometnc 
SSes following treatment allowed one to discern potenniJ 
mechanisms resi«nsible for the observed anUatherosderotlc 
exaSple. pravasUtin Fig. (2)(t7) had no dTe« on 
Usion or monocyte-macrophage area wtele T^^^ 
(2K16) reduced both parameters. One might conclude firom Oiese 
dau that pravastatin (17) lacked sufTicieni plasma drug levds or 
did no. penetrate the arterial wall and that atorvastadn a«)^ 
directiy limiting lesion size through '""ttimoD of smo*^ 
muscle cell migration and proliferation indirectly reduced 
mwhage accumulation. The later byPO*«» ''rTo^Ji"; 
Tirobse^aii^ns made by otiiers which indicate that HMW^A 
reductase inhibitors in tissue culture limit SMC ProUferaUon 
(121-1231 and migration [124] by interfering with isoprenoid 
synthesis (1251. 

Therefore, by controlling for the degree of plasma 
cholesterol lowering and "™Wning muWple effics^ 
parameters, one might not only be able to di^«^«jf .JfJ 
kntiatherosclerotic activity of a compound ' 
plasma cholesterol lowering but also by evaluating 
Sf the atherosclerotic lesions Identify potential •»«b'«.sm, 
which can be tested in vitro or in appropriate animal models. 

Anti oxidants antl 15-Lipoxygenase Inhibitors 

Steinberg and colleagues [126] have reported that 
oxidatively modified LDL miiy be important In *« P;y^»'<« 
of atherosclerosis due to the observations tiiat ?"d"«J «» 
cytotoxic, chemotactic and chemostat.c. Oxidative ^J^T 
of insudant plasma lipoproteins is presumably an 
event (126] and the resuliing oxidized >.'l«Pro«'"s have been 
implicated in the regulation of chemokines .(1271 and prt^ 
atherogenic adhesion molecule, [128]. Bo|^apol'PoP~»«»^^ 
[129-1321 the major protein in LDL. and lipid peroxides have 
been locaHzed to a.Serosclero.ic lesions [133]. Oxidativel, 
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modified LDL or such oxidation products as malondialdchyde- 
conjogEOed LDL or 4-hydroxynoncnal -conjugated LDL have been 
localized to WHHL rabbits (134-136]. Thus, one can conclude 
that oxidation of lipoproteins may be important in the 
development of atherosclerosis and that general antioxidants 
may be anliatherosclerotic in both man and models of 
atherosclerosis. 

Several studies investigating the anliatherosclerotic activity 
of general antioxidants have been performed in New Zealand 
white rabbits [137^140], WHHL rabbits 1141,1421, pigs [143] 
and monkeys (76] under a variety of experimental conditions. In 
cholesterol-fed rabbits, butylated hydroxytoluene (BHT) Fig. 
0)(22), vitamins E plus C, vitamins E plus A and probucol Fig. 
(3)(20) limited the development of thoracic aortic lesions (137- 
140» 144*146]. Probucol (20) has been shown by numerous 
individuals to reduce the extent, cholesterol enrichment and 
cross-sectional lesion size of atherosclerotic lesions in WHHL 
rabbits [141,142], balloon-injured normocholesterolemic pigs 
(1431 a«d hypercholesterolemic monkeys [76]. Close 
examination of the lesion histopathology revealed that 
probucol (20) reduced the extent of atherosclerosis by 
decreasing the abundance of monocyte-macrophages within the 
lesion [146], Mechanistic studies in rabbiU fed cholesterol for a 
short time period* i.e., 5 wks, indicated that probucol (20) can 
limit the adhesion of monocytes to the endothelial cell surface. 
The single study in coronary artery balloon-injured pigs also 
indicated that probucol (20) can limit the development of 
primarily fibroproliferalivc lesions through presumably 
affecting SMC migration and proliferation [143]. Thus, one can 
conclude chat antioxidants and speciftcally, probucol (20). can 
limit the development and cellular composition of 
atherosclerotic lesions in various animal models of 
atherosclerosis irrespective of whether the compound was 
administered to animals with or without pre-established lesions. 

In most of the studies noted above, plasma cholesterol 
lowering was rhinimal so attempts to identify surrogate maiken 
of vascular efficacy of the various antioxidants were made. 
Resistance of lipoproteins to oxidation was a major surrogate 
martccr used by most investigators [141,142]. Measurements of 
vascular reactivity were also made [147,148]. In 
hypercholesterolemic rabbits, probucol (20) treatment 
preserved endothelial function and vascular rings upon exposure 
to acetylcholine in organ culture were shown to relax normally 
[147]. The improved vascular responsiveness is quite remarlcable 
and one can conclude that antioxidants may improve vascular 
function; however, while in both studies plasma total 
cholesterol levels were relatively constant among the control 
and probucol-treated (20) groups, one study [148] reported that 
the cholesterol content of vessels from the drug-treated group 
was reduced. Since atherosclerosis is comprised of multiple 
stages and drugs such as probucol (20) can alter the type as well 
as cellular and lipid composition of the atherosclerotic lesions, 
correlation of pathology with functional changes is important 
in the assessment of drug efficacy. Experimental protocols can 
be designed to assess the inherent activity of compounds to 
promote vasorelaxation. Given the observation that some 
agents lower plasma or vascular cholesterol levels, 
administration of agents to normocholesterolemic animals or 
atherosclerotic animals where plasma cholesterol levels are 
normalized by diet may allow one to whether the 

compound has a direct effect on vascular relaxation cither in the 
presence or absence of underiying disease. 
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Based on the^,. .Jiology data and the localization of epitopes 
of oxidize LDL within the arterial wall, one can suggest that 
general antioxidants may be useful antiatherosclerotic agents. 
However, specific inhibitors of the oxidation process may allow 
one to target a specific pro-atherogenic process and to better 
characterize the compound's activity in models of 
atherosclerosis. A new enzyme specific target, namely 
arachidonate IS-lipoxygenase (15-LO), has emerged [149]. 
Arachidonate 1 5-1 i poxy genase is a lipid-perbxidizing enzyme 
that is also present in atherosclerotic lesions. Investigators 
have found the 15-LO gene [150], stereospccific products of the 
15-LO cnzyine [151] and coincident localization of '15-LO 
mRNA, protein and epitopes of oxidized LDL within 
macrophage-rich areas of atherosclerotic lesions [149], We have 
identified a specific inhibitor of 15-LO, namely, FDI46176 Fig. 
(3)(19), and have evaluated the compound in several models of 
atherosclerosis [152,153]. 

Evaluation of PI>146!76 (19) in the hypercholesterolemic 
rabbit under three specific experimental paradigms has allowed 
us to conclude that in the absence of lowering plasma total and 
lipoprotein cholesterol levels PD146I76 (19) can attenuate Ibe 
development of diet induced atherosclerotic lesions through 
specific inhibition of monocyte-macrophage accumulation. In 
addition, PD146I76 (19) can limit the development and 
macrophage enrichment of pre-established atherosclerotic 
lesions. PDI46176 (19) administered to rabbits coincident wifli 
a cholesterol diet reduced the gross extent of foamy lesions 
(Type Mil lesions) within and cholesterol enrichment of the 
thoracic and abdominal aorta (152]. PD 146 1 76 (19) 
administered to rabbits coincident with a cholesterol diet and 
induction of a chronic endothelial injury, not only reduced the 
progression of foamy thoracic lesions but also specifically 
limited the accumulation of monocyte-macrophages within a 
fibrofoamy iliac-femoral lesion without affecting the ovendl 
lesion size [153]. FD146176 (19) administered after 
establishment of fibrofoamy Type IV lesions through a 
combination of chronic endothelial injury and dieUiy 
cholesterol supplementation reduced the extent, cross-scctionil 
area and monocyte-macrophage content of the more advanced 
Type V fibrous plaque [153]. In all three studies, assessment of 
plasma total and lipoprotein levels* vascular lipid content and 
histologic evidence for the presence of 15-LO in the lesions 
were necessary to corroborate the findings and maintain the 
implication that 15-LO was involved Thus, these data Id^gf* 
the antiatherosclerotic potential* of a specific 15-LO inhibitor. 

The brief summary of the ^tiatherosclerotic effccu of 
PD146I76 (19) can also be used to exemplify the power of d*c 
animal models of atherosclerosis* The simplest model,. a rabbit 
fed a 0.25% cholesterol, 3% peanut, 3% coconut oil diet 
illustrated that the compound can prevent the formation of 
choiesieryl ester enriched Type HI foamy atherosclerotic 
lesions. One might propose that evaluation of rabbits fed 
cholesterol for shorter periods of time would allow one to assess 
whether the observed antiatherosclerotic activity was due to 
reduced monocyte adherence. In the second rabbit model, 
induction of a fibrofoamy lesion by chronic endothelial injury 
allowed one to build upon the first observation and suggest that 
the compound specifically limited monocyte- macrophage 
accumulation because the absolute lesion cross-sectional area 
was unchanged^ In the rhost complex model, one was able to 
assess whether PD 146 1 76 (19) could limit the progression of 
the disease to a fibrous plaque or promote regression of a 
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preestaWished fibrofoamy lesion. In addition, one can obtain 
such mechanistic information as to the involvement of 15-LO m 
advanced albcrosclerosis and whether further monocyte- 
macrophage enrichment can be blunted. 

Conclusions 

Atfierosclerotic lesion development can be divided into six 
histologically distinct stages and five dynamic phases. 
Specifically, atherosclerotic lesion progression in man 
involves episodes of SMC proliferation, extracellular matnx 
deposition and remodeling, lipid infiltration, endothelial cell- 
monocytc interactions, monocyte migration into the intima, 
monocyte^macrophage foam cell formation, necrotic lipid-nch 
core formation, calcium deposition, neovascularization, mural 
microthrombi and occlusive acute thrombosis. Given the 
complexity of atherosclerotic lesion development in man. the 
challenge exists to develop animal models that closely mimic 
die human disease. One must accept, however, that there is no 
one perfect animal model that completely replicates the stages 
of human atherosclerosis but that the models are useftil in 
studying specific pathologic processes associated with the 
disease. Hypercholesterolemic rabbits either with or without 
endothelial Injury arc valiiable models and the most widely used 
model for the evaluation of phairoacologic agents. Five iyp« of 
human-like aUierosclerotic lesions can be induced in the rabbiq 
however, the model Is limited in that evidence of the plaque 
rupture camiot be found. Hypercholesterolemic hamsters arc a 
model of an early pro-atherogeiilc event, namely, subendothelia 
monocyte-macrophage foam cell formation. Swine are a useful 
model for the evaluation of atherosclerosis ftom the pcrspecuve 
that lesions develop spontaneously, their circulatory system mid 
localiiation of lesions are similar to man and the lesions are 
responsive to dietary Intervention by exhibiting .cgre«|on 
after prolonged periods. Non-human pnraates ^^f^f^^^?, 
Dottrayed as ideal models of human atherosclerosis due to their 
close phylogcnetic association to man; 
compaLle diaracter to man can be induced more emdendy and 
over'Trter time period, in swine and in «n,e c'^s "abb « 
trough a combination of hypetcholesterolem.a and cndothelW 
injury Numerous transgenic mouse models have been developed 
iJ^nTyears. A common finding among the various mouse 
of atiierosclerosis is that a similar atherosclerotic lesion 
pathology develops and an require some degree of 
h SShoYesterolemi' Therefore, temporal ^^^^f^^^?^^^ 
development in the presence and absence of Ph'»™f" '>f'^ 
agents may be more informative in assessing whether the 
s^fic gene product/defect exacerbates dis^ progression and 
whTuier pathologic redundancies limit the e ficacy o he 
specific pharmacologic entity. Based on evaluation of the 
various animal models and pharmacologic agents, one can 
conclude that: (I) each animal model provides insight into 
specific aspects of the disease process; (2) a 
h^yStcholestemlemic state is required all models for the 
devdopmem of atherosclerosis; (3) discnmmation of the rf.r« 
antiaiherosclerotic activity of a compound from it s ,nd,rec, 
■ activity requires one to limit the number of confounding facloR. 
eg., hypocholesteroleraic and antihypertensive effect; (4) 
combination of biochemical, morphologic and ""'Thometnc 
measures allows one to both validate the antiatherosclerolic 
effect and define potential mechanisms; (5) reducing monocyte- 
macrophage involvement irrespective of mechanism or animal 
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model effectively limiv. .ne development of atherosclerotic 
lesions. 



Abbreviations 
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— 


3-Hydxroxy-3-methylgIuiaryl coenzyme A 
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IS-Lipoxygenase 


SMC 




Smooth muscle cells 


VCAM-l 




Vascular cell adhesion moleculc-l 


VLDL 




Very low density lipoproteins 


LDL 




Low density lipoproteins 
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Watanabc heritable hypedipidemic rabbit 


APE 




Angiotensin converting enzyme 


XM A DD 

MAbr 




Mean arterial blood pressure 


ApoE 




Apolipoprotein E 


CCTP 




Cholesteryl ester transfer protein 


4S 




Scandinavian Simvastatin Survival Study 


WOSCX)P 




The West of ScoUand Study 
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Abstract 

We employed homologous recombination in embryonic stem 
cells to produce mice lacking functional LbL receptor genes* 
Homozygous male and female mice lacking LDL receptors 
{LDLR'^' mice) were viable and fertUe. Total plasma choles- 
terol levels were twofold higher than those of wfld-type litter- 
matesy owing to a seven- to ninefold Inaease in intermediate 
density Kpoproteins (IDL) and LDL without a significant 
change in HDL. Plasma triglyceride levels were normaL The 
half-lives for hitravenously administered *^I-VLDL and '^I- 
LDL were prolonged by 3<Kfo!d and 2.5-fold, respectively, but 
the clearance of '^I-HDL was normal In the LDLR~'~ mice. 
Unlike wild-type mice, LDLR'^" mice responded to moderate 
amounts of dietary cholesterol (0.2% cholesterol/ 10% coconut 
oil) with a major increase in the cholesterol content of IDL and 
LDL particles. The elevated n>L/LDL level olLDLR'^' mice 
was reduced to normal 4 d after the intravenous injection of a 
recombinant replication-defective adenovirus encoding tl>e hu- 
man LDL receptor driven by the cytomegalovirus promoter. 
The virus restored expression of LDL receptor protein in the 
liver and increased the clearance of *^I-VLDL. We conclude 
that the LDL receptor is responsible in part for the low levels of 
VLDL, roL, and LDL in wild-type mice and that adenoviros- 
enc^ed LDL receptors can acutely reverse the hypercholester- 
olemic effects of LDL receptor deficiency. (X Clin. Infest 
1993. 92:883-893.) Key words: homologous recombination • 
lipoprotein metabolism • very low density lipoprotein • gene 
therapy • liver receptors 



Introduction 

The LDL receptor removes cholesterol-rich intermediate den- 
sity lipoproteins (IDL)' and LDL from plasma and thereby 
regulates the plasma cholesterol level ( 1 ). The lipoproteins that 
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1 . Abbreviations used in this paper: AdCMV-Luc, recombinant adeno- 
virus containing lucifcrasc cDNA; AdCMV-LDLR, recombinant ade- 
novinis containing human LDL receptor cDNA; CMV, cytomegalovi- 
nis; ES» embryonic stem cells; FH, familial hypercholesterolemia; 
FPLC fast performance liquid chromatography; IDL, intermediate 
density lipoproteins; LRP, LDL* receptor-related protein/ a j-macro- 
globulin receptor; LDLR'^~ and LDLR*^', naicc homozygous and 
heterozygous, respectively, for LDL receptor gene disruption; pfti, 
plaque-forming uniu; WHHL, Watanabe-heritablc hypcrlipidemic 
rabbits. 
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bind to the LDL receptor are derived from triglyceride-rich 
VLDL, which arc secreted! by the liver. In the circulation some 
of the triglycerides of VLDL arc removed by lipoprotein lipase, 
and the resultant IDL particle is cleared rapidly into the liver, 
owing to its content of apolipoprotdn £ ( apo E ) , a high affinity 
ligand for the LDL receptor. Some IDL particles escape hepatic 
uptake and are converted to LDL in a reaction that leads to the 
loss of apo E. The sole remainmg protein, apo B-lOO, binds to 
LDL recepton with relatively low af&nity, thus causing LDL 
particles to circulate for relatively prolonged periods (2). 

Triglyceride-depleted, cholesterol-rich remnants of intes- 
tinal chylomicrons arc taken into the liver by the LDL receptor 
and by a genetically distinct molecule designated the chylomi- 
cron remnant receptor (3, 4). The latter receptor recognizes 
apo E when it is present on chylomicron remnant particles 
together with apo B-48, a truncated version of apo B- 1 00 that is 
produced intheintesdne(3). Orcumstantial evidence suggests 
that the diylomicron remnant receptor is the same as the LDL 
receptor-related protein/armacroglobulin receptor (LRP) 
( 4 ) . The action of this receptor may be facilitated by the prelim- 
inary binding of the chylomicron remnants to celt-associated 
glycosaminoglycans in hepatic sinusoids (5). 

Genetic defects in the LDL receptor produce hypercholes- 
terolemia in humans with familial hypercholesterolemia (FH) 
(6), Watanabe-heritable hypcriipidemic (WHHL) rabbits (7), 
and rhesus monkeys ( 8 ), Humans and rabbits with two defec- 
tive LDL receptor genes (FH and WHHL homorygotes) have 
massively elevated levels of IDL and LDL, and they develop 
fulminant atherosclerosis at an early age* Tracer studies with 
*"I-labeled lipoproteins revealed a retarded clearance of IDL 
and LDL, and an increased conversion of IDL to LDL in hu- 
mans (9) and rabbits ( 10) with LDL receptor deficiency. 

Evidence from one human pedigree (11) and firom monozy- 
gotic/dizygotic twin pair correlations ( 12) indicates that other 
genes can influence the degree of hypercholesterolemia in sub- 
jects with LDL receptor deficiency. These genes are likely to 
influence cholesterol levels even in people with normal LDL 
receptors. Identification of these genes has not been possible in 
human linkage studies, nor in breeding experiments with 
WHHL rabbits. Linkage studies would be facilitated by the 
availability of an inbred mouse strain with LDL receptor defi- 
ciency. The consequences of LDL receptor deficiency in mice 
are difficult to predict because mice, like rats, have a funda- 
mental difference in LDL metabolism when compared with 
other species that have been studied ( 1 3). In mice and rats a 
substantial fraction of the VLDL secreted from liver contains 
apo B-48 instead of apo B-lOO (14-16), Remnants derived 
from the apo B-48 containing particles arc cleared into the liver 
and are not converted to LDL (17). Some of this clearance 
may be mediated by the chylomicron remnant receptor. For 
this reason, LDL receptor deficiency in mice would not be 
predicted to raise the plasma LDL level as profoundly as it does 
in WHHL rabbits. 
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Mice deficient in LDL receptors might also aid in the devel- 
opment of gene therapy techniques designed to enhance the 
expression of hepatic LDL receptOR. Using homozygous 
WHHL rabbits as a model, Chowdhury ct al, (18) infected 
autologous hepatocytes ex vivo with a recombinant retrovirus 
carrying an expressible cDNA copy of the rabbit LDL receptor 
under control of the chicken /3-actin promoter. After infusion 
of these transduced hepatocytes into the spleen, LDL receptor 
expression was visualized in 2-4% of liver cells. Although func- 
tional studies of '"I-LDL turnover were not performed, these 
workers observed a faU of 30% in the level of total plasma 
cholesterol, which did not occur in animals injected with hepa- 
tocytes transduced with a control retrovirus encoding an irrele- 
vant protein. With this technique the expression of LDL recep- . 
tors persisted for 2-4 mo. Although the 30% reduction in 
plasma cholesterol was statistically significant, the level re- 
mained quite elevated (above 500 mg/dl) when compared 
with normal rabbits, (< 100 mg/dl), presumably owing to the 
expression of LDL receptors in only a small percentage of he- 
patocytes. Similar results were obtained in transient experi- 
ments following the intravenous injection of a plasmid con- 
taining the LDL receptor cDNA complexed to an asialo-oroso- 
mucoid/poly-i^lysine conjugate ( 19). 

In mice, gene manipulation has produced significant effects 
on LDL receptor expression. Several years ago Hofmann et al. 
(20) and Yokode et al, (21) produced transgenic mice that 
oveiexpreMcd hepatic LDL receptors encoded by the human 
LDL receptor gene driven by the metallothionein or transferrin 
promoter. They showed thatthcse receptors enhanced the clear- 
ance of radiolabeled LDL from plasma of normal mice. Yo- 
kode et al (22) then demonstrated that these mice were resis- 
tant to the cholesterol-elevating effects of a high cholesterol 
diet. 

RecenUy, Hera and Gerard (23) developed a recombinant 
replication-defective adenovirus vector containing an express- 
ible cDNA copy of the human LDL receptor driven by the 
cytomegalovirus (CMV) promoter. 4 d after its intravenous 
injection, this virus elicited the expression of high levels of hu- 
man LDL receptore in more than 90% of mouse hepatocytes, 
and this enhanced markedly the uptake of '"I-LDL by the 
liver. The use of adenovirus vectors was based on the observa- 
tions of Stratford-Perricaudetetal. (24). who injected recombi- 
nant adenoviruses encoding ornithine transcarbamylase mto 
neonatal mice homozygous for a defect in this gene. The recom- 
binant adenovirus produced a level of enzyme activity in Uver 
sufficient to eUminate the pathologic manifestations of the dis- 
ease, and expression apparently persisted for 1 yr. 

The current studies were conducted in order to learn the 
consequences of LDL receptor deficiency in mice and to learn 
whether adenovirus vectors will acutely reverse these conse- 
quences. For these purposes, we have used the techniques of 
homologous recombination in cultured embryomc stem (ES) 
cells ( 25-27) to produce mice that lack functional LDL recep- 
tors. We show that these mice develop a marked elevaUon in 
plasma IDLand LDL levels when compared with control mice 
and that this elevation can be eUminated acutely by the mtrave- 
nous administration of a recombinant adenovirus encoding the 
human LDL receptor. 

Methods 

GenemI methods. Unless otherwise indicated, DNA- manipulations 
were performed by standard techniques (28). Immunoblot (29) and 



ligand blot analyses (30) were performed as described in the indicated 
refereoccs. Cholesterol and triglycerides were determined cnzymati- 
cally with assay kits obtained from Boehringer Mannheim (Biochcmi- 
cals. Indianapolis. IN) and Sigma Chemical Co. (St Louis. MO), re- 
spectively. The normal mouse diet (Teklad 4% Mouse/Rat Diet 7001 
from Harian Tcklad Premier Laboratory Diets, Madison, Wl) con- 
tained 4% (wt/wt) animal fat with <0.04% (wt/wt) cholesterol. 
Mouse VLDL (</< 1.006 g/ml). LDL(i/ 1.025-1.50 g/ml). and HDL 
{d 1.063-I.2I5 g/ml) were isolated by sequential ultraccntrifugatioa 
(31) from pooled plasma obtained from LDLR'^' mice that bad been 
fasted overnight Rabbit VLDL (t/ < 1.006 g/ml) was isolated by the 
same procedure from plasma obtained from fasted WHHL rabbits. 
Lipoproteins were radiolabeled with '**1 by the iodine monochloride 
method (31). A 0.2% cholesterol/ 10% coconut oU diet was prepared 
by supplementing the normal mouse diet with 0,2% (wt/wt) choles- 
terol dissolved in a final concentration of 10% (vol/wt) coconut oU. 

aoning of mouse LDL receptor cDNA. Mouse LDL receptor cDNA 
was amplified by PGR from mouse Uver first strand cDNA using 
poly( A)* RNA and the foDowing primers: 

Primer A. 5'.ATTCTAGAGGGTGAACTGOTGTGAG.3' (cxon 
14)* 

Primer B. S'-ATAATTGVCrOACCATCTGTCTCGAGGGGTAG^ 
3'(cxonlg); 

Primer G 5'-AAATG(T/C)ATC{T/G)(T/C)C(T/A)GCAAG. 

TGGGTCrG(C/T)GA(T/C)GGCAG-3'(exon 2); 

Primer D5'-CTGCrCCTCATTCCCrCrGCCAGCCA-3'{exon 16). 

Amplification with primers A and B yidded a cDNA fragment corre- 
sponding to exons 14-18. cDNA spanning exoos 2-16 was amplified 
with primers C and D. Primers A, B, and C were designed and based on 
the conservation of the LDL receptor coding sequence between hu- 
man» rabbit, hamster, rat, and cow (32, 33), Primer D was designed 
and based on the mouse cxon 16 cDNA sequence contained m the 
ampHfication product obtained with primers A and B. Amplification 
products were blunt-end doncd into pGEM3Zf(+) (Promega Corp., 
Madison, WI) and sequenced. 

Construction of gate replacement vector. Southern blot analysis or 
mouse C57BI /6 genomic DNA with an exon 2-16 cDNA probe re- 
vcaled a 16-kb BamHI fragment This fragment was enriched by su- 
crose density ultracentriftigation and doncd into the XDash D vector 
(Stratagenc Cwp., U JoUa, OA), and recomWnant phages coiitaining 
the fragment were isolated by plaque screcnuig. After subdoning into 
pGEM3Zf(+)» the Pol2sne6bpA expression cassette (34) was inserted 
into a unique Sail site in exon 4 (Rg. 1 ). This neo cxpresaon cassette 
was flanked by 12 kb of LDL receptor genomic sequences including 
exons I to 4. The short arm of the targeting vector contained a l.2-kb 
ScdVSa^ fiagment with sequences of exon 4 and intron 4. The Sail 
sites were destroyed during the doning. Two copies of the herpes shn- 
plex thymidine kinase gene (35) were inserted in tandem at the 3' end 
of the short arm of the targeting vector(Fig. 1 ). 

ESceU culture. Mouse ES cclls(AB-l, kindly provided by A. Brad- 
ley, Baylor CoUege of Mcdidnc. Houston) were cultured on leukemia 
inhibitory factor.produdngSTOfccdcrccllsasdescribcd(36).Approx- 

imaicly 2 X 10^ ccUs were dcctroporated with linearized targeting vec- 
tor (25 *ig/ml, 275 V, 330 mF) in an electroporator (GIBCO Bethesda 
Research Uboratorics) and seeded onto irradiated feeder layers 
( 10,000 rad). After selection with l90/*g/mlG418and0.25>iM 1-12- 
deoxy, 2-fluoro-/?-i>-arabinofuranosyl)-5 iodouradl (FIAU; Bnstol- 
Myers Co, New York, NY) rtcombiaant doncs were idenUfied by 
PCR as described (34) using Primers E and F (Primer E, located m 
3'.untranslated region of neo cassette, 5'-GATTGGGAAGACAAT. 
AGCAGGCATCC-3'; Primer F, located in intron 4, 5'-GGCAAG- 
ATGGCTCAGCAAGCAAAGGC-3'). Homologous recombination 
was verified by Southern blot analysis after B<unm digestion and prob- 
ing with a genomic DNA fragment located 3' of the targeting construct 
(Fig, I). Nine independent stem ccD dones containing a disrupted 
LDL receptor allde were injected into C57BI/6 blastocysu (27), 
yielding a total of 17 chimeric males whose coat color (agouti) indi- 
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cated a contribution of stem cells ranging from 30 to 100%. Of the 17 
chimeric males. 15 were fertile, and 13 gave offspring that carried the 
disrupted LDL receptor allele. Five of these males exclusively transmit- 
ted the stem ccU-derived genome through the germline. AD experi- 
ments were performed with the F2 or F3 gcncratioD descendants, 
which were hybrids between the C57BI /6J and l29Sv strains. 

Plasma lipoprotein analysis. Blood was sampled from the retro-or- 
bital plexus into tubes containing EDTA (Microvctte CB 1000 capil- 
lary tubes; Saistedt. Inc.. Newton, NC) . Pooled mouse plasma (0.6 ml 
from 3 to 5 mice) was ultraccntrifugcd at </ » 1.215 g/ml. and the 
resulting lipoprotein fraction {d < 1.215 g/ml) was subjected to fast 
performance liquid chromatography (FPLC) gel filtration on a Supcr- 
osc 6 (Sigma Chemical Co.) column as previously described (22). For 
apoprotein analyas. peak fractions were pooled, precipitated with tri- 
chloroacetic add, washed with acetone, and subjected to electrophore- 
sis on 3-15% SDS polyacrylamide geb as described (22). Gels were 
calibrated with Rainbow high molecular weight markers (Amcrsham 
Corpt, Arlinglon Heights. IL) and stained with Coomassie bhic. 

Preparation of recombinant adenoviruses. Recombinant replica- 
tion-<Wcient adenoviruses containing the firefly ludferasc cDNA 
(AdCMY-Lttc) and the human LDL receptor cDNA (AdCMV- 
LDLR) driven by the cytomegalovirus promoter/enhancer were pre- 
pared as previously described (23). Briefly, virus particles for injection 
into animals were grown on human embryonic kidney 293 ccUs and 
purified by cesium chloride density gradient centriftigation. Partides 
were further purified by gd filtration on a Scpbarose CL4B (Pbarma- 
da LKB Biotechnology. Piscataway. NJ) column equilibrated with 10 
mMTris-HQ. l37mMNaCI.5mMKa I mMMgCl,atpH7.4.BSA 
was added at a final concentration of I mg/ml, after which each virus 
preparation was stored in multiple aHquots at -70**C Viruses were 
titercd on 293 cell^ the titer ranged between 10"* and 10" plaque- 
forming units (pfu) per ml 

Vas administration to mice, each recombinant adenovirus was m- 
jectedasasingledose(2X 10* pfu in 200^1) into the external jugular 
vdn of a nonfasted animal that had been ancsdictizcd with sodium 
pentobarbital as previously described (23). 

Immtmohistochemistry. Mice were kiUed 4 d after injection of rc- 
comlwnant virus, the liver was removed, and a sector extending from 
the surface of the liver to the portal area was irnmcdiately firozen (with- 
out fixation) in OCT Compound 4583 (Miles Laboratories. Inc^ Elk- 
hart. IN) at -196X and stored at -70'C until cutting. For Immuno- 
histdcbemistry, sections of 6 m were cut on a Ldtz Cryostat (E. Ldtz, 
Inc. Roddd^ NJ) at -20'C and mounted onto polylysinc-coatcd 
slides. Before immunostaining, tissue sections were fixed in 100% (vol/ 
vol) methanol at -20'C for 30 s foUowed by two washes in PBS. All 
incubations were performed at 20*C. Samples were blocked by incuba- 
tion for 20 min with 50 mM Tris-HCl, 80 mM NaCl. 2 mM CaCt at 
pH 8 containing 10% (vol/vol) fetal calf scrum. Sections were then 
incubated for I h with 20 Mg/«> of polyclonal rabbit IgG directed 
against the bovine LDL receptor (37) foUowcd by three 5-min washes 
wiUi PBS. Bound primary antibody was detected by incubation for 45 
min with the indicated concentrations of HTC-labeled goal anti-rab- 
bit IgG (GIBCO BcUiesda Research Laboratories, Gaithersburg. MD). 
Slides were washed again three times in PBS. rinsed once briefly in 
water, and mounted under a coverslip with DABCO (90% vol/vol 
glycerol, 50 mM Tris-HQ at pH 9. 25% (wt/vol) 1,4-diazadicydo- 
l2.2Jtl-octane). 

Results 

To disrupt the LDL receptor gene in murine ES cells, we con- 
structed a gene targeting vector of the replacement type ( 35 ) as 
described in Methods. The targeting vector and the expected 
genomic structure of the disrupted locus are shown in Fig. 1. 
The neo cassette was inserted into cxon 4 of the LDL receptor 
gene. The disrupted locus is predicted to encode a nonfunc- 
tional protein that is truncated within the ligand binding do- 
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Figure L Strategy for targeted disruption of the LDL receptor locus in 
the mouse genome. A targeting vector of the replacement type was 
constructed as described in Methods. The neo gene is driven by the 
murine RNA polymerase VL promoter and foUowed by the 3'-un- 
tianslatcd region of the bovine growth hormone gene containing the 
polyadenylation signal (34). The transcriptional direction of the neo 
gene is paralld to that of the LDL receptor. Two copies of the herpes 
simi^virusthymidine kinase gcne(HSV-TK)(refcrence 35)flank 
the 3' homology segment In the event of homologous recombination, 
the disrupted aDclc will have acquired additional sites for the restno- 
tion endonudeases BamHl {B) and -ttwl (X). The expected BamHI 
digesdon pattern resulting from a targeting event is shown at the bot- 
tom. The DN A probe used for Southern blotting ( dwiotcd by the as- 
tcrisk and the heavy bradcet) is a L7-kb Bgin^BamHI genomic frag- 
ment containing cxon 6 and Banking intron sequences. The poations 
of the two oUgonudcotides used for PCR diagnosis of homologous 
recombination arc indicated by the arrows (oligo 1: 3' end of neo 
cassette; oligo 2; downstream o(Sad site in intron 4). B. BamHl; 
Hindni,;ir,XbQl: 5, 5ad. 



main of the receptor. This receptor fragment should not bind 
LDL, and it should not remain associated with the cell mem- 
brane since it lacks the membrane spanning segment 

ES cells were electropwated with the linearized targeting 
vector and subjected to poative and negative selection using 
standard procedures (36). Homologous recombination events 
were detected by PCR and verified by digestion of genomic ES 
cell DNA with BamHL The presence of a diagnostic 5,5-kb 
BamHi fragment in addition to the wild-type 1 6-kb fragment is 
indicative of gene targeting when the Southern blot is probed 
with a genomic DNA fragment located outside of the targeting 
vector (indicated by the asterisk in Fig. 1 ). The frequency of 
homologous recombination was very high. Approximately 
50% of dones that were resistant to both G4 1 8 and RAU exhib- 
ited homologous recombination. 

Recombinant stem cell dones injected into C57BI /6 blas- 
tocysts (27) gave rise to chimeric animals with a stem cell-de- 
rived coat color contribution that ranged from 30 to 100%. 
Several male chimeras derived from independently targeted 
stem cell clones eflBdentiy transmitted the stem ceU-dcrived 
genome through the germ Unc. Offspring heterozygous for the 
disrupted LDL receptor allele were diagnosed by Southern 
blotting. When heterozygous animals were mated to each 
other, their offspring included animals that were wild-type (+/ 
+), heterozygous (+/-). and homozygous (-/-) for the 
disrupted LDL receptor allele. Fig. 2 shows a representative 
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Figure 2. Genotypes of offspring from matings ofLDLR^^' mice. 
Male and female mice heterozygous for the disrupted LDL receptor 
aUclc(+/-) were mated, and tail DNA from the offitiwing was ana- 
lyzed by Southern blotting uang a genomic PNA fragment located 
outside of the targeting construct (denoted by the asterisk in Fig. 1 ). 
The genotypes of one litter containing mice that are wfld^ypc (+/ +)» 
heterozygous (+/- ), or homozygous ( -/-) for the disrupted LDL 
receptor allele are shown. The wild-type allele is represented by a band 
at 16 kb, while the disrupted allele creates a band at S.S kb when 
genomic DNA is digested with BamHl (see Fig. I ). 



genomic Southern blot that reveals the diagnostic bands for the 
wild-type and disrupted LDL receptor gene. Of 177 offspring 
from 28 heterozygous matings, the three genotypes were pro- 
duced in the ratio of 47:93:37 (Tabic I), which is consistent 
with the expected Mendclian ratio of 1 :2: 1. Homozygous male 
and female animals were fertile and produced normal-azcd 
litters when mated to each other. 

To confirm the inability of the disrupted gene to produce 
fuU-length LDL receptors, we prepared liver membranes from 
wild-type, heterozygous, and homozygous animab. Proteins 
were solubilizcd with detergent, and 50 /ig of each sample were 
analyzed by SDS gel electrophoresis and immunoblotting with 
a polyclonal antibody that detects the mouse LDL receptor. As 
shown in Fig. 3 A, normal LDL receptor protein was readily 
detected by the antibody in wild-type ( +/ +, laiies / and 4) and 
in heterozygous animals (+/-, lane 2), but was undetectable 
in animals that were homozygous for the LDL receptor defect 
( - / lane i) . An abnormal band ( marked by an asterisk) was 
present in liver membranes prepared from heterozygous (lane 

Table 1. Plasma Cholesterol Concentrations in Offspring 
from 28 Matings between LDLR^^' Mice 



Sex 


Total Plasma Cholesterol Level (mg/dl) 




+/+ 


+/- 


-/- 


Male 


1I9±4 


1S8±4 


228±9 




(n=l9) 


(n-39) 


(n - 16) 


Female 


100±4* 


I38±4» 


239±8 




(« = 28) 


in = 54) 


(fl-21) 



Total plasma cholesterol concentrations were measured from the in- 
dicated number (n) of male and female mice (nonfasting) that were 
wild-type (+/+), hcteroiygous (+/-), or homo^cygous (-/-) for a 
disrupted LDL receptor allele. The 177 mice arose from 28 liUefs 
bora to crosses between heterozygous males and females. Genotype 
was determined by Southern blot analysis, Nonfasting blood samples 
were obtained between 46 and 56 d of age (mean age, 52 d). 
• Sex diffctcncc. P = 0.01 (unpaired / test). 



LDLR 

Precursor 




^ LRP 



Figure 3, Immunoblot analysis of LDL receptors in liver membranes 
from mice carrying the disrupted LDL receptor aUelc. Liver mem- 
branes from mice that were wOd-typc (+/+. lanes / and 4), hetero- 
zygous (+/ lane 2), or homozygous (-/-, lane 3) for the disrupted 
LDL receptor allele were solubilized with Triton X-100 as previously 
described (51 ). An aliquot of each sample (50 Mg protein) was sub- 
jected to 6.5% SDS-PAGE under nonrcducing conditions, and the 
proteins were transferred to nitrocellulose filters for immunoUot 
analysis {A) and Ugand Wot analysis (B). The filter in /I was incu- 
bated with 5 Mg/ml rabbit anti-LDL receptor IgO (37), and bound 
IgO was detected by an immunoperoxidase procedure using the ECL 
Idt ( Amcrsham). The portions of migration of the mature LDL re- 
ceptor (LDLR) and its precursor are indicated. The immunorcactivc 
protein mariccd by the asteri5k(*) represents the truncated form of 
the LDL receptor caused by insertion of the neo cassette into exon 4. 
The filter in 5 was incubated with I Mg/ml '"I-labelcd recombinant 
39-kD fusion protein ( 10* cpm/ml), which binds to LRP (30). After 
incubation and washing, the filters in y4 and B were exposed to Kodak 
XAR.5 film for I min and 6 h, respectively. GeU were calibrated 
with high molecular weight markers. 



2) and homozygous (lane J) animals, but was absent in wild- 
type liver membranes (lanes J and 4), This latter protein pre- 
sumably represents the truncated product made from the 
disrupted allele. Fig. 3 B shows that expression of the LRP/ 
ajM receptor was not affected by the disruption of the LDL 
receptor as shown by ligand blotting of an equivalent filter 
probed with an '"Mabeled 39-kD fusion protein that binds to 
this receptor (30). 

Mice heterozygous or homozygous for the disrupted LDL 
repcptor allele have elevated plasma cholesterol levels when 
compared with their wild-type litter mates. Table 1 shows total 
plasma cholesterol levels of mice from 28 litters derived from 
the mating of heterozygous animals and fed a normal chow 
diet. The mean age of the animals at the time of measurement 
was 52 d. Total (nonfasting) plasma cholesterol values are 
^ 35% elevated in heterozygotes and about two times higher in 
LDLR'^' mice when compared to wild-type litter mates. In 
animals of wild-type or heterozygous genotype, females had a 
lower total plasma cholesterol level than males. This difference 
was absent in the LDLR'^' mice. There was no significant 
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difference in plasma triglyceride concentration among ammals 
of the three genotypes ( 8- 10 animals per group) whose average 
nonfasting values on a normal chow diet ranged from 1 19 to 
1 33 mg/dl (data not shown). 

To learn which lipoprotein fraction was affected by the loss 
of functional LDL receptors in the mouse, we used FPLC to 
determine the lipoprotein cholesterol profiles of male and fe- 
male mice of the three different genotypes fed a normal chow 
diet (Fig- 4 A-Q, Plasma of wild-type mice contained very 
litUe cholesterol in the IDL/ LDL fraction. A smaU but defimte 
increase in this fraction was observed in heterozygous mice of 
either sex, Ammals homozygous for the LDL receptor defect 
showed a marked increase almost exclusively in the IDL/LDL 
fraction with a small increase in VLDL. For all genotypes, the 
HDLKAolesterol level was slighUy higher in male mice as com- 
pared with female mice, but there was no dramatic effect of 
LDL receptor gene disruption. 

To estimate the relative elevation of IDL/LDL from the 
data of Fig. 4 A-C, we added up the total cholesterol content of 
each column fraction within the IDL/LDL peak and then ex- 
pressed the data relative to the levels observed in wild-type 
mice of the same sex. These data revealed that the IDL/LDL 
cholesterol was elevated about twofold in LDLR^^' mice of 
cither sex and 7.4- to 9-fold in male and female LDLR''" 
mice, respectively. The HDL-cholesterol was elevated only 
modestiy 1.3-foId) in the LDLR-^' mice. 



Rg. 4 D'F shows comparisons of the lipoprotein choles- 
terol profiles of male mice of the different genotypes fed either 
a normal chow diet with or without 0.2% cholesterol/ 10% co- 
conut oil. WUd-type mice showed only a small difference m 
lipoprotein profile in response to die cholesterol-enriched diet. 
Heterozygous mice responded witii a small, but distinct eleva- 
tion in IDL/LDL cholesterol. In the LDLR'^- mice the choles- 
terol content of the IDL/LDL fraction rose about threefold. 
The mean total plasma cholesterol levels for the three geno- 
types before (fasted) and after (nonfasted) cholesterol feeding 
were as follows: +/+. 146 and 149 mg/dl; +/-, 188 and 196 
mg/dl; and -/-, 293 and 425 mg/dl, respectively. 

The apoproteins of tiie various fractions in Fig. 4 D-F were 
analyzed by SDSpolyacrylamide gel electrophoresis and Coo- 
massie blue staining (Fig. 5). On the normal chow diet, the 
heterozygous mice showed a distinct elevation m apo B-lOO 
and apo E in tiie IDL/LDL fraction. The IDL/LDL fraction 
from LDLR'^' mice had a much more marked increase of 
Uiese two apoproteins as weU as of apo B-48. The 0.2% choles- 
terol/ 10% coconut ofl diet eticited a pronounced increase m 
apo B-lOO, apo B-48, and apo E in tiie IDL/LDL fraction of 
the LDLR-^- mice. A smaU increase in die apo E of VLDL and 
HDL was also apparent in die cholesterol-fed mice (homozy- 
gotes > heterozygotes > wild-type). 

To evaluate the functional effect of die LDL receptor deft- 
ciency, we compared die abUity of LDLR'^- mice and wild- 




10 20 
Fraction 

Figure 4. FPLC profiles of mouse plasma lipoproteins from wiW-type (+/-^^) and mutant mice carrying tht ^57^*^?,"^^^ 

hrrozygous (+/-) and homozygous (-/-) forms. Mice with the indicated genotype (n = 10 for each sex n ^-C and n « 5 miUes in D^F) 

ZT^r^nnn^ diet in^Tor the ind catcd diet in D^F for 7 wk. The pooled plasma from each group (collected from I2.h fasted animals 

i:^-?aX^not^^^^ 

as descril)cd in Methods. The mice were 8-9 wk of age in A-C and 16-17 wk tn O-F. 
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Norma! Diet 



0.2% Cholesterol Diet 



Figure 5, SDS-ge) electro- 
pborests of lipoprotein frac- 
tions from wild-type and 
mutant mice fed different 
diets. Male mice (rt = 5 per 
group) that were wild-type 
(+/+). heterozygous, (+/-) 
or homozygous ( - / - ) for 
the disrupted LDL receptor 
allele were fed cither a nor- 
mal diet (y4) or a diet con- 
taining 0.2% cholesterol and 
10% coconut oil (B) as de- 
scribed in the legend to Fig. 
4. The as>oprot«ns from the 
VLDU IDL/LDL, and HDL 
containing fractions in Fig. 

4(equivaIentto70Mlofplasma)wetesul^toelec^^^ 

paSoBs of migration of apo B^IOO. apo alhumin (Alb.), apo E. and apo A-I are mdicated. 




-B-lOO 



-B-48 



-Alb. 

-E 
-A-I 



type mice to clear '"Habeled Upoprotdm from the circulation 
(Fig. 6). For this purpose, we isolated three lipoprotein frac- 
tions (VLDL, LDL, and HDL) by ultraccntrifugation of 
pooled irtasma of 50 LDLR'f mice. After ladiolabcUng with 
each lipoprotein was injected into the cjctemal jugular vein 
of tfirec wild-type (+/+) and three homozygous (-/-) ani- 
mals. Blood was obtained at the indicated intervals, and the 
radioactivity was expressed relative to the radioactivity at 2 
min after iiyection of the label As shown in Fig. 6 ^ wild-type 
mice (open circles) dear '"l-VLDL much more effidcntly 
than LDLR-f' animals {closed circles). In the wild-type am- 




TTme (hours) 



Time (boiif») 



Figure 6. Disappearance of *"l-labeled lipoproteins from the circula- 
tion in wild-type (o) and LDLR-'^' (•) mice. For each graph. 3 
wiM-type and 3 LDLR'^' male mice. 20-24 wk of age that had been 
fasted for 12 h» were anesthetized with sodium pentobarbital (60 
mg/kg). Each mouse received an intravenous bolus via the external 
jugular vein of 0.25 ml of 0.15 M NaO containing bovine serum 
albumin (2 mg/ml) and one of the foUowing '"l-labclcd mouse Upo- 
pioteins: 1 5 ^ig protein of '"l-VLDL( 2,500 cpm/ng protein), iS^g 
protein of »"l-LDL (l.llO cpm/ng protein), or 15 ^ protein of l- 
HDL (491 cpm/ng protein). Blood was coOected at the indicated 
time by retnH>rbital puncture. In A and the plasma content of 
»"l-labcled apo B was measured by isopropanol precipitation fol- 
lowed by gamma counting ( 10. 52). In C the plasma content of tri- 
chlotoacetic acid-predpitablc '"I-radioactivity was measured. The 
** 100% of control'* represents the average value for plasma 1-radio- 
activity in the wild-type and mutant mice at 2 rain after injection. 
One wil*type animal in ^ died - 30 min after the Intravenous in- 
jection. 



mals 50% of the radioactivity had been eUminated within 10 
min. and this was prolonged to 5 h in the LDLR'^' mice. The 
clearance of •"I-LDL was also retarded in the LDLR'^" ani- 
mals (half-time for disappearance, 5 h in the LDLR''' mice 
v^. 2 h in the wild-type animals) (Fig. 6 B). The clearance of 
»2n-HDL (half-time of 5.5 h) was not affected by the receptor 
deficiency (Fig. 6 C). 

In order to determine whether adenovirus^mediated gene 
transfer of the human LDL receptor can reverse the abnoriMli- 
ties caused by the knockout of the LDL receptor, we ioiecua 2 
X 10' pfii of recombinant virus containing either the ludferase 
cDNA (AdCMV-Luc) or the LDL receptor cDNA ( AdCMV- 
LDLR) into LDLR'^' mice. This dose has been found previ- 
ously to cause expression of the foreign gene in the majority of 
hepatocytes (23). 4 d after administration of the recombinaiit 
virases, liver membrane proteins were prepared from the indi- 
vidual animals and separated by SDS gel electrophoresis ( Fig. 
7). Lane 1 shows an immunoblot of a wild-type mouse liver. 



Figure 7. Immunoblot 
analysts of LDL recep- 
tors in liver membranes 
from LDLRT'' mice 
- LDLR 4 d after iryection of r^ 
combinant adenovirus 
expresdng the human 
LDL receptor cDNA. 
_ Male mice homozygous 

for the disrupted LDL 
receptor allele* 17 wkof 
age, were iiyected iiitra- 
venously with 2 x 10* pfu of adenovirus containing either the lucif- 
erasc cDNA (lane 2) or the human LDL receptor cDNA (lane J) as 
described in Methods. 4 d after administration of the virus, the ani- 
mals were killed, and Uver membranes were prepared from single 
mice, subjected to SDS gel electrophoresis under reducing condiUons 
(5% [vol/voll 2-mcrcaptoethanol), and transferred to Biters for im- 
munoblot analysis with a rabbit anti-LDL receptor IgG as dwcnbed 
in the legend to Fig. 3. Lane I contains Uver membrane proteins from 
a wild-type mouse not injected with recombinant adenovirus. The 
position of migraUon of the mature LDL receptor (LDLR) is indi- 
cated by the arrow. The immunorcactivc protein marked by the as- 
terisk (♦) represcnu the truncated fonn of the LDL receptor caused 
by insertion of the neo cassette into exon 4. 
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revealing the normal mouse LDL receptor. As expected, no 
intact LDL receptor protein is detectable by immunoblotting 
in thcfivcrof an LDLR-^- mouse injected with the luciferase- 
containing control virus (lane 2). In contrast, injection of 
AdCMV-LDLR led to high-level expression of the intact recep- 
tor in the liver of an LDLi?*'' mouse (lane J). 

Rg. 8 shows an immunohistochemical analysis of LDL re- 
ceptorexprcssion in the livers o^LDUC^' mice 4 d after injec- 
tion of AdCMV-Luc (.4) or AdCMV-LDLR (B), In animals 
injected with the luciferase-conlaining virus, there were no de- 
tectable LDL receptors (A), In the mice injected with 
AdCMV-LDLR the majority of cells showed poative immuno- 
fluorescence (B). The enhanced magnification in Cshows that 
the viraBy encoded receptor was expressed in a polarized fash- 
ion tm the blood-sinusoidal surface of the hepatdcyte. as is the 
human LDL receptor in transgenic mice (21). 

To test the function of the adenovirus-cncoded receptor, we 
measured the clearance of '"Mabeled VLDL (Fig. 9). For this 
experiment we used VLDL isolated from WHHL rabbits, 
whidi arc deficient in functional LDL receptors. In prelimi- 
nary experiments we found that '"I-labeled VLDL from 
WHHL rabbits is cleared from the circulation of normal mice 
ai^ximately as rapidly as '"I-labeled mouse VLDL, Md t^^ 
rabbit lipoprotein is much easier to obtain. LDLR mice that 
received recombinant adenovirus encoding the human LDL 
receptor deared the '"Habeled rabbit VLDL from their 
plasma at a rapid rate (Fig. 9), In contrast, mice that had re- 
ceived the luciferase^ntaining virus cleared the *"I-VLDL at 
a rate that was similar to that of uninjected animals (compare 
withF^6i4). 

We next sought to determine whether the adenovirus-en- 
coded receptors could normalize the lipoprotein profile of 
LDLR'f- mice. For this purpose we injected the control virus 
(AdCMV-Luc) or the LDL receptor-containing virus 
(AdCMV-LDLR) into LDLR'*' male mice (3 animals per 
group). 4 d after injection the animals were exsanguinated, the 
pooled plasma of each group was subjected to FPLC gel filtra- 
tion, and the cholesterol content of the fractions was plotted 
(Fig. 10). The Upoprotein profile of the mice that had been 
injected with the luciferase-containing virus closely resembled 
the profile of uninjected animals (compare with Fig. 4). In the 
grt>up that had received the LDL receptw-containing virus, the 
IDL/LDL peak disappeared, and there was a slight increase in 
VLDL^olestcrol. 

Discussion 

The current results demonstrate that elimination of functional 
LDL receptor genes by homologous recombination profoundly 
elevates IDL and LDL leveb in mice and that these abnormali- 
ties can be reversed postnatally by adenovirus-mediated 
transfer of a gene encoding the LDL receptor The experiments 
establish a new animal model by which to explore genetic and 
environmenlal factors that interact with LDL receptors to con- 
trol cholesterol levels. They also provide a new model system in 
which to study somatic cell gene therapy targeted at the liver. 

The most profound functional change observed in the 
current study was the marked reduction in the clearance rate of 
'^l-hd)eled VLDL from plasma in the homozygous LDLR'*' 
mice. The time required for clearance of 50% of the injected 
lipoprotein rose from 10 min to 300 min, a 30-fold change. 
These data indicate that the LDL receptor is responsible for 



most of the rapid clearance of VLDL remnants and IDL from 
plasma of mice. The exact proportion cleared by the LDL re- 
ceptor may be overestimated in these studies because the la- 
beled VLDL was prepared from LDL receptor-deficient ani- 
mals, i.e.. LDLR'*' mice or homozygous WHHL rabbits. Al- 
thou^ these particles float in the VLDL density range {d 
< 1.006 g/ml), they are Ukely to represent partially metabo- 
lized VLDL particles that have overaccumulated in the donor 
animals because of the LDL receptor deficiency. Any VLDL 
particle that is rapidly cleared from plasma in the receptor-defi- 
cient animals would be underrepresented in the saniple that is 
used for labeling. This would include large apo E-rich VLDL 
particles containing either apo B-48 or apo B-lOO, which may 
be cleared in part by the chylomicron remnant receptor (38). 
This problem of underrepresentation of rapidly cleared parti- 
cles is a problem with all Upoprotein clearance studies (see 
Discussion in reference 38). Despite these Umitations, the data 
indicate clearly that the VLDL fiaction of mice contains a sub- 
stantial number of particles that are normaUy cleared by the 
LDL receptor, presumably owing to their content of apo E. In 
LDL receptor deficiency states, these particles remain m 
plasma for long periods and are presumably converted to LDL. 
Although such conversion was not studied in the current study, 
it was previously demonstrated in WHHL rabbits ( 10, 39). 

Striking parallek exist between the findings in the current 
study of LDLR'*^ mice and previous studies of lipoprotein 
clearance in homozygous WHHL rabbits ( 10, 39) and FH ho- 
mozygotes (9). In aU three species the most profound abnor- 
mality involves the clearance of VLDL remnants and IDL, In 
WHHL rabbits, the half-time for VLDL clearance was ex- 
tended from 12 to 480 min ( 10), a result that parallels the 10 to 
300 min change in the current study. In a study of ""I-VLDL 
turnover in FH homozygotes, Soutar et al. (9) observed a se- 
venfold decrease in the clearance of '"I-IDL derived firom I- 
VLDL { fractional turnover rate 0.48/h in normal subjects V5. 
0.064/h in FH homozygotes). Using a more complex kinetic 
analysis. James et al. (43) also found a decreased clearance of 
VLDL remnants and IDL, This indicates that a major ftinction 
of the LDL receptor in all three species is the clearance of 
remnant particles derived from VLDL, thereby preventing 
their converrion into LDL. 

The relative decline in LDL clearance observed in LDL 
receptor-deficient mice (2.5-fold) also correlates well with ob- 
servations in WHHL rabbits, Yamada et al. (39) observed a 
reduction of 2-fold, Pittman et al, (40) 2.6-fold, and Spady et 
al, (41) 3.5-fold. In FH homozygotes the reduction in LDL 
clearance is also about threefold (42, 43). These data indicate 
that about 60% of LDL particles arc normaUy cleared by the 
LDL receptor in mice. The residual clearance of LDL observed 
in the absence of LDL receptors is likely to be mediated by 
another receptor with a lower affinity for LDL. Like the LDL 
receptor, this alternate receptor functions primarily in the 
liver (40). 

The absolute level of plasma LDL-cholesterol m the 
LDLR'*' mice is much lower than that observed in WHHL 
rabbits or FH homozygotes. Although we did not measure 
LDL-cholesterol quantitatively, it is apparent from the FPLC 
profiles that the IDL/LDL peak contains ^ 50% of the total 
cholesterol in the plasma of the LDLR'*' mice, which would 
indicate an IDL/LDL^holesterol level of - 130 mg/dl. This 
contrasts with LDL-cholesterol levels above 450 mg/dl in 
WHHL rabbits ( 10, 44) and FH homozygotes (2). This differ- 



LDL Receptor Knockout Mice 889 





Figure 8, Itnmunohistochemical staining of 
LDL rcccpton in the liver of an LDLR'^' 
mouse after treatment with recombinant ade- 
novirus expressing the human LDL receptor 
cDNA. Male mice homozygous for the 
disrupted LDL receptor aDdc. 18 wk of age, 
were injected intravenously with 2X10 pfii 
of either AdCMV-Luciferase {A) or AdCMV- 
LDLR (B and C) as described in Methods. 
Four days after administration of the virus, the 
liver? were removed for immunohislochc- 
mislry. Frozen sections were incubated with 
20 Mg/ml of rabWt polyclonal anti-LDL re- 
ceptor antibody* and bound IgG was detected 
with 5 Mg/ml FITC-labcled goat antj-rabbat 
IgO as described in Methods. Magnification. A 
and A X25;CXI00. 
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Figure 9. Disappearance 
of'^M-VLDLfrorolhe 
circulation otLDLR"^' 
mice after trealment 
with recombinant ade- 
novirus expressing the 
human LDL receptor 
cDNA. Three male 
mice homozygous for 
the disrupted LDL re- 
ceptor allele. 19wkof 
age» were injected intra- 
venously with 2 x 10' 
pfii of either AdCMV- 
LDLR (o) or 
AdCMV-Luciferase 
(•).4dafter adminis- 
tration of the virus, the 
animals (nonfasted) 
were injected with 15 
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;xg protein of '"Wabelcd VLDL(308 cpm/ng protein) isolated from 
WHHL labWts. Blood was collected at the indicated time by 
rctHMHbital puncture, and the plasma content of '"^Wabejcdapo B 
was measured by isopropano! precipitation ( 10. 52), The 100% of 
control" represents the average value for plasma *"^radioactmt^ I 
min after injection. One animal injected with AdCMV-LDLR died 
to min after injection of the *"1-VLDL. 



ence might be explained by the production of VLDL contain- 
ing apo B-48 in Uvers of mice, but not rabbits or humans. 
About 70% of the apo B mRNA in the Uvers of adult mice 
encodes the apo B^8 isoform ( 14). Remnants derived from 
apo M8 containing VLDL might be cleared relatively rapicUy 
by the livers of the LDLR'^' mice, owing to the ability of the 
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Figure to. FPLC profiles of plasma lipoproteins from LDLRj'- mice 
after treatment with recombinant adenovirus expressing the human 
LDL receptor cDNA. Three male mice homozygous for the LDL re- 
ceptor disrupted allele, 17 wk of age, were injected with 2 x 10 plu 
of adenovinis containing either the luciferase cDNA (o ) or the hu- 
man LDL receptor cDNA ( • ). 4 d after administration of the virus, 
Mood was collected from the animals (nonfasted), and the plasma 
from the three animals in each group was pooled and subjected to 
gel filtiaUon on FPLC. The cholesterol content of each fracuon was 
determined as described in Methods. The mean total plasma choles- 
terol levels in the two groups of mice were 279 mg/dl (o) and 1 39 
m8/dl(«). 



apo E/apo B-48 particles to bind to chylomicron remnant re- 
ceptors, thereby leading to lower levels of LDL. 

The hypothesized role of apo E/apo B48 particles >s sup- 
ported by a comparison of the current data with those of Zhang 
rt al. (45) and Flump et al. (46). who eliminated the gene for 
apo E in mice using a simUar homologous recombinauon tech- 
nique Apo E-/- mice had total plasma cholesterol levels of 
400-500 mg/dl. nearly all of which was contained in particlw 
with the size of VLDL and VLDL remnants. The level of apo 
B-48 in plasma was also markedly elevated (45). The seventy 
of this abnormality in comparison with the effects of LDL re- 
ceptor deficiency supports the notion that apo E binds to two 
receptors, the LDL receptor and the chylomicron reinnant re- 
ceptor. Knockout of apo E therefore has a more profound el- 
fect on lipoprotein clearance than knockout of the LDL recep- 

himans the opposite is true, i.e.. LDL receptor defi- 
ciency raises the total plasma cholesterol more than does apo E 
deficiency. Receptor-negative FH homozygotes have totol 
plasmacLesterollevelsof700-1.000mg/dl(2),whereas.nd|- 
viduals with an absence of apo E have plasma cholesterol levels 
of 443 to 614 mg/dl (47). This is likely due, in part, to the fact 
that human livers do not produce apo B-»8 and that apo t 
accelerates the removal of apo B-lOO containing VLDL rem- 
nants primarily by binding to only one receptor, namely, the 
LDL receptor. . 

LDL receptors are believed to consUtute an important <le- 
fense against the cholesterol-elevating effect of dietary choles- 
terol (O^^In rabbitt (48) and hamsters(49), dietary cholestwol 

elevates plasma LDL-cholesterol levels in part by suppressing 
LDL receptors. In the current study. LDL receptor-deficwmt 
mice responded to the 0.2% cholesterol/ 10% coconut oil diet 
with a rise in plasma LDL-cholestcrol that was much greater 
than was observed in wild-type mice. There was also a definite 
increase in the amounts of apo B-lOO and apo E in plasma, 
particularly in the IDL/LDL fraction (Fig. 5). Thus, when 
LDL receptors are already absent as a result of genetic ehinma- 
tion, mice become hyperresponsive to dietary cholesterol. 

The current experimente with recombinant adenovirus 
demonstrate that this vector can restore LDL receptor expres- 
sion within 4 d in an LDL receptor^Jefident mouse. However, 
many technical problems would have to be overcome before 
such therapy could be conadercd for humans. First, it is un- 
known whether or not the expression of adenovirus-encodwl 
genes in liver wUI persist for long periods. The genome of the 
defective virus does not replicate, nor docs it integrate into the 
genome at any appreciable frequency. On the other hand. 
Stratford-Pcrricaudet et al. (24) did note persistent expression 
for a year after injection of the virus into neonatal animals 
lacking ornithine transcarbamylase activity. Second, adenovi- 
rus-cncoded proteins are likely to be the targets of immune 
reactions. Mice are known to develop an immune response to 
adenoviral proteins (50), which might hamper its use for long 
periods in these animals. Nearly all humans are expected to 
possess antibodies against adenovirus, and these might prevent 
use of this vector in people. Despite these reservations abotit 
human applicabiUty. the adenovirus vector is a useful expen- 
mental tool to change the expression of genes acutely in the 
Uver. In the current studies, we used it to reveal the type of 
result to be expected when more appUcable long-tenn gene 
delivery methods have been developed. 
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Hyperlipidemia and Atherosclerotic Lesion Development in 
LDL Receptor-Deficient Mice Fed Defined Semipurified 
Diets With and Without Cholate 

Andrew H. Lichtman, Steven K. Clinton, Kaeko liyama, Philip W. Connelly, 
Peter Libby, Myron L Cybulsky 

Abstract-F^st studies of atherosclerosis in mice have used chow-based diets supplemented with cholesterol, lipid, and 
sodium cholate to overcome species resistance to lesion formation. Similar diets have been routinely used m studies with 
LDL receptor-deficient (LDLR"'") mice. The nonphysiological nature and potential toxicity of cholate-contaimng diets 
have led to speculation that atherogenesis in these mice may not accurately reflect the human disease process. We have 
designed a semipurified AIN-76A-based diet that can be fed in powdered, pelleted, or liquid form and manipulated for 
the precise evaluation of diet-genetic interactions in murine atherosclerosis. LDLR"'- mice were randomly assigned 
among 4 diets (n=6/diet) as follows: 1, control, 10% kcal lipid; 2, high fat (40% kcal). moderate cholesterol (0.5% by 
weight); 3, high fat, high cholesterol (1.25% by weight); and 4, high fat, high cholesterol, and 0.5% (wt/wt sodium 
cholate. Fasting serum cholesterol was increased in all cholesterol-supplemented mice compared with controls after 6 
or 12 weeks of feeding (P<0.01). The total area of oil red O-stained atherosclerotic lesions was determmed from 
digitally scanned photographs. In contrast to the control group, all mice in cholesterol^supplemented dietary ^oups 2 
to 4 had lesions involving 7.01% to 12.79% area of the thoracic and abdominal aorta at 12 weeks (F<0.002. for each 
group versus control). The distribution pattern of atherosclerotic lesions was highly reproducible and comparable. The 
histological features of lesions in mice fed cholate-free or cholate-containing diets were similar. This study shows that 
sodium cholate is not necessary for the formation of adierosclerosis in LDm"'' mice and that precise^ defined 
semipurified diets are a valuable tool for the examination of diet-gene interactions. {Artenoscler Thromb Vase Biol. 
1999;19:1938-19440 
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The development of murine models defective in genes 
controlling lipid metabolism and lipoprotein expression 
provides an opportunity to understand better the complex 
interactions between diet and genetics in atherosclerosis. In 
the last several years, embryonic stem cell and transgenic 
technologies have been used to alter the expression levels of 
various genes affecting lipoprotein metabolism and have led 
to the development of murine knockout and transgenic 
models of atherogenesis. The ApoE knockout (ApoE"'").>-^ 
LDL receptor knockout (LDLR'^"),^ and human ApoB trans- 
genic mice^'5 develop lesions throughout the arterial tree. 
Their distribution pattern and morphological features share 
many similarities with human atherosclerosis, suggesting that 
similar pathogenic mechanisms may be involved.^-^ ApoE"'' 
mice develop hypercholesterolemia and atherosclerotic le- 
sions spontaneously, and this can be accelerated by feeding a 



Western-type diet.'-* In contrast, LDLR"'" mice fed a chow 
diet have only a 2-fold elevation in plasma cholesterol 
compared with control mice and do not develop significant 
lesions in the first 6 months of life.^ When fed a diet 
consisting of 1.25% cholesterol, 7.5% cocoa butter, 7.5% 
casein, and 0.5% cholic acid, these mice develop marked 
hypercholesterolemia and lesions throughout the aorta within 
3 to 4 months.8 Because hypercholesterolemia and lesion 
formation in LDLR"'" mice are readily enhanced by a diet 
supplemented with fat, cholesterol, and cholate, these mice 
provide a unique opportunity for evaluation of early events in 
adierogenesis. 

Before the development of adierosclerosis-prone gene- 
targeted mutant mice, many studies were performed with 
normal mice fed chow-based diets supplemented with vary- 
ing amounts of saturated fats, cholesterol, and cholate to 



02115. E-mail alichtmaii@rics.bwh.harvard.edu 
© 1999 American Heart Association, Inc. 

ArterioscUr Thromb Vase Biol is available at http://www.atvbaha.org 

1938 



Lichtman et al Atherosclerosis in LDLR''' Mice Ft. Jemipurlfied Diets 



induce atheromatous lesions. In particular. C57Biy6 mice are 
susceptible to dietary intervention and develop foam cell-rich 
lesions in the aortic root, but not advanced atheromas.^-*^ 
Dietary cholate was required to achieve significant hypercho- 
lesterolemia, presumably by interfering with hepatobiliary 
excretion of cholesterol. Most published studies of athero- 
sclerosis in die LDLR"'" mice have relied on similar diets 
supplemented with cholate, cholesterol, and lipid that were 
used in the earlier C57B176 mouse studies. This has led to 
criticisms of the LDLR"'" mouse model based on the spec- 
ulation that toxic metabolic effects of cholate may modify the 
pathogenesis of vascular disease in ways not relevant to 
human atherosclerosis. For example, cholate may cause 
hepatic steatosis that can progress to cirrhosis accompanied 
by several host metabolic, physiological, and hormonal 
changes that can potentially interfere with the interpretation 
of studies focusing on the histopathological and molecular 
events during atherogenesis. Recent data from our group and 
others indicate that cholate is not necessary and that a diet 
supplemented with cholesterol and saturated fat is sufficient 
for aortic lesion development in LDLR"'" micc.'^-*' 

From a nutritional perspective, the dilution of a chow diet 
with purified lipids, such as hydrogenated coconut oil. in- 
creases the caloric density of the diet and reduces the ratio of 
essential nutrients to dietary energy, thereby potentially 
contributing to marginal nutrient mtake in mice consuming 
the atherogenic diet Chow diets do not take advantage of the 
accumulated knowledge concerning nutritional requirements 
of mice and the experience of many investigators using 
precisely controlled semipurified or purified diets for studies 
of chronic disease processes in rodents.i^-'*^ chow diets are 
formulated from natural ingredients to satisfy the minimal 
nutrient requirements for growth and reproduction but they 
differ individual nutrients over time, seasonally, in different 
geographic locations and between companies in the sources 
of ingredients included in the final product.20 Furthermore, 
many man-made and natural toxins are detected in chow 
diets, such as aflatoxins. nitrosamines. pesticides, herbicides, 
and heavy metals,^-^ Chow diets contain a variety of natural 
substances from grains, fruits, and vegetables that may 
modify lipid metabolism and atherogenesis, including a 
diverse array of soluble and insoluble fiber sources and a 
multitude of biologically active phytochemicals such as 
carotenoids and flavonoids. For example, the latter constitu- 
ents may exert antioxidant actions that could influence 
atherogenesis and confound experiments. 

We propose that investigators of atherogenesis using the 
many new transgenic and gene knockout models should 
consider using precisely defined semipurified diets in their 
studies. This approach adds very little to the overall costs of 
in vivo investigations and can help improve the quality of . 
data obtained and the comparison of results among laborato- 
ries over time. Furthermore, the use of semipurified diets in 
murine studies provides a method for precise control of 
dietary and nutritional factors, allowing for a meaningful 
evaluation of specific nutritional interventions that may be 
relevant to human disease processes. We therefore designed 
and tested several semipurified diet formulations in a study of 
atherogenesis in LDLR"'" mice. 



Methods 

Mice 

Male LDLR-'" mice (homozygous) from a mixed C57BL^6JX 129Sv 
background (50% C57BL^6J:50% 129Sv) were purchased from 
Jackson Laboratories and maintained in the Longwood Mwiical 
Research Center facility in accordance with guidelines of the 
Committee on Animals of the Harvard Medical School and those 
prepared by the Committee on Care and Use of Laboratory Animals 
of the Institute of Laboratory Resources, National Research Council 
[DHEW publication No. (NIH) FS-231. At 8 to 12 weeks of age, 
mice that reached a weight of 21 to 22 g were randomly assigned to 
1 of 4 diets (see below) fed ad libitum for 12 weeks. For expenments 
that included analyses of body weight, total plasma cholesterol and 
triglycerides, and atherosclerotic lesion formation in die aorta, 
groups consisted of 6 mice. Additional male LDLR"'" mice were fed 
identical diets and killed to obtain plasma for lipoprotein analysis, 
liver function tests, and tissues for histology. 

Diets ^.^ . . 

Four diets were used in diis study. Each diet was a modifiCaUon ot 
the AIN-76A semipurified diet for mice and rats>a-»' and prepared by 
Dr Edward A. Ulman at Research Diets, Inc. according to our 
fomiulations (Table 1). The diets provide adequate concentrations of 
all known essential nutrients for the mouse. The carbohydrate 
component was altered from the original AIN-76A formulation by 
including expanded maltose dextrin, which allows die lipid concen- 
u-ation to vaiy from die range of 10% to 40% of total energy («5% 
to 20% by weight) widiout a problem of "settling out" Furthermore, 
the carbohydrate modifications allow a diet to be fed as a powdw; a 
liquid formulation, or processed into pellets (used in this study). The 
4 experimental diet groups include diet 1 group (Research Diet 
D121(J2), control (10% kcal Upid); diet 2 group (Research Diet 
D12107). hi^ fat (40% kcal lipid), moderate cholesterol (0.5% by 
weight); diet 3 group (Research Diet D12108), high fat. high 
cholesterol (1.25% by weight); and diet 4 group (Research Diet 
D12109), high fat, high cholesterol, and sodium cholate (0.5% by 
weight) The addition of lipid to die baselme diet formulation is 
achieved by substituting fat (9 kcal/g of metabolizable energy) for 
carbohydrate (4 kcal/g of metabolizable energy) based on an equal 
amount of energy (kcal) rather dian an equal weight (g). TJus 
approach is necessary to maintain a constant ratio of all other 
nutrients in the diet to energy. This technique of diet formulation 
avoids the problem of reduced nutrient content of die high-fat diets 
prepared by die dilution technique (ie. chow diluted widi fet) or 
when fat is substitoted for carbohydrate on die basis of weight. 

Cholesterol Measurements and Liver 

Function Tests . 

Serum samples were collected for lipid analysis after overmght 
fasting. At 0 (initiation of die study). 6 and 12 weeks, blood was 
obtained from individual nuce by tail-vein nicking and total serum 
cholesterol and triglyceride levels were determined by colonmetiic 
assays (Sigma Chemical Co). Blood was obtained from die retroor- 
bital plexus for analysis of plasma lipoproteins by fast protem liquid 
chromatography gel-filtration chromatography after 12 weeks of 
diet Samples were anticoagulaled widi EDTA (3 mmolA- or 0.1% 
final) and sodium azide 0.02% was added as a preservative^o 
obtain a plasma volume of at least 250 fiL, plasma was pooled from 
several mice widiin each group. Erydirocytes and leukocytes were 
removed by low-speed (400g. 10 minutes, 4*'C) and platelets by 
high-speed (3000^, 5 minutes, 4^C) cenirifugations. Plasma was 
stored at 4'*C for <2 days. Plasma was subjected to fast protein 
liquid chromatography gel-filtration chromatography by using a 
Superose 6HR 10/30 column (Pharmacia Biotech) as was previously 
described." Filtered plasma (200 ^L) was loaded on die column Mid 
was eluted widi 2 mmol/L sodium phosphate, 0.14 moVL NaCl, 
5 mmolA. Na^EDTA, 0.02% NaNj. pH 7.4, at a constant flow rate of 
0.5 mUmin. Fractions (0.5 mL) were collected and total cholesterol, 
triglycerides, free cholesterol, and choline-containing phospholipids 
were measured on a Technicon RAIOOO (Bayer Corp). Triglycerides 
were coirected for free glycerol by using a triglyceride blank reagent 
(Bayer Corp). The cholesterol and triglyceride assays were standard- 
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TABLE 1. Formulation for the Diets Used in Ttiis Study and Their Macronutrie nt Contents as Percentages of Total Energy 

Diet 4 (40% kcal fat, 
1.25% cholesterol. 
0.5% cholate) 



Diet 1 (10% kcal fat, 
0% cholesterDt§§. 
0% cholate§§) 



Diet 2 (40% kcal fat, 
0.5% cholesterol, 
0% cholate) 



Diet 3 (40% kcal fat, 
1.25% cholesterol, 
0% cholate) 



ingredient 



Grams 


kcal 


Grams 


Kcai 


Grams 


kcal 


Grams 


kcal 


200.0 


800 


200.0 


800 




800 


200.0 


800 


3.0 


12 


3.0 


12 




12 


3.0 


12 


25.0 


225 


25.0 


225 




ceo 


25.0 


225 


20.0 


180 


155.0 


1395 


130.0 






1395 


375.0 


1500 


212.0 


848 




two 


21 2.0 


846 


125.0 


500 


71.0 


284 


71.0 




71 n 


284 


200.0 


800 


113.0 


452 


113.0 


452 


11 J.U 




50.0 


0 


50.0 


0 


ou.u 


u 


50.0 


0 


lU.U 


n 
u 


10.0 


0 


10.0 


0 


10.0 


0 


13.0 


0 


13.0 


0 


13.0 


0 


13.0 


0 


5.5 


0 


5.5 


0 


5.5 


0 


5.5 


0 


16.5 


0 


16.5 


0 


16.5 


0 


16.5 


0 


10.0 


40 


10.0 


40 


10.0 


40 


10.0 


40 


2.0 


0 


2.0 


0 


ZSi 


0 


2,0 


0 


0 


0 


4.5 


0 


11.25 


0 


11.25 


0 


0 


0 


0 


0 


0 


0 


4.5 


0 


1055.0 


4057 


890.6 


4056 


897.35 


4056 


901.85 


4056 



Formulation 
Caseint 
Cystine 
Soy oil^ 
Cocoa butter§ 
Com Starch 
l^alto-dextrinll 
Sucrose 
Cellulose^ 
Mineral Mix# 
Dicalcium phosphate# 
Calcium cartwnate# 
Potassium citrate, monohydrate# 
Vitamin mix** 
Cholinett 
Cholesterol 
Cholate 

Total grams or kcar 



%kC3t 



%kcai 



%kcal 



%kcal 



Macronutrient content 
Protein 
Carbcyhydrate 
Upid 

kcal/g in dief 



20 
70 
10 

3.8 



20 
40 
40 

4.5 



20 
40 
40 

4.5 



20 
40 
40 

4.5 



*Cateulatk)ns based on estimated metat)olizable energ y of 4 kcal/g (16.7 kJ/g) of protein and cattohydrate and 9 kcal/g (37.7 kJ/g) of lipid. The concentrations 
of minerais, vitamins, and fiber were adjusted to maintain a constant ratio to energy. 
tAIcohd extracted casein, 99% protein. 
tSoy oB provWes a minimal supply of essential fatty acids. 

RWa haxift cpiortpd rocoa butter for Uiis studv. because it is a saturated fat but has no cholesterol. . ^ ui • 

H J^StSL^ITte aTmZ ^^^^^ M SShytte fraction that assists in maintaining the lipid fraoUon equally dispersed thn,ughout the d,et during shipping. 

storage, and feeding. 

Sm'mSmixtures with the calcium and phosphate removed. Dicalcium phosphate, calcium carbonate, and potassium citrate, monohyd-Bte are replaced, 
to increase phosphate and potassium relative to the original formulation. 
**AIN-76A vitamin mixture. 

ttCholIne provided as choline bitartrate. . - 
§§Choiesterol and cholate (which do not contribute to total energy) are expressed as percent w/w. 



ized witfi the National Heart Lung and Blood Institutes-Center for 
Disease Control Lipid Standardization program. Reagents for free 
cholesterol and choline-coniaining phospholipid measurements were 
purchased from Boehringer Mannheim (Germany) and external 
standards were not available for these assays. 

Liver function tests were performed on serum samples by liie 
Tufts Veterinary Diagnostic Laboratory, using an automated ana- 
lyzer. These tests included serum lactate dehydrogenase (LDH), 
serum glutamic-oxaloacetic transaminase (SCOT), serum glutamic- 
pyruvate transaminase (SGPT), and serum bilirubin. 

Tissue Sampling and Analyses 

The sur^ area of aorta occupied by atherosclerotic lesions was 
quantified by en face oil red O staining, using an approach modified 
from Palinski et al.^ Mice were killed, after 12 weeks of diet, by 
ether inhalation. A catheter was inserted into the left ventricle and 



the arterial tree was perfused with PBS (25 mL). then 10% buffered 
formaldehyde (40 mL, pH 7.4) at a pressure of 100 mmHg. The 
entire aorta attached to the heart was dissected and placed overnight 
in formaldehyde. Using a stereomicroscope. the adventitial fat was 
dissected and the aorta was stained with oil red O as described by 
Nunnari et al." After staining, the remaining adventitial fat was 
easily detected and was removed. The aorta was opened longitudi- 
nally, pinned en face on a black silicone-covered dish, and photo- 
graphed while immersed in PBS. Slides were scanned into a 
Macintosh computer and the percent surface area occupied by oil red 
G-stained lesions was determined by using image analysis software 
(NIH Image). The aortic arch (1 mm above the aortic valve cusps to 
2 mm below the ostium of the right subclavian artery), the descend- 
ing thoracic aorta (extending to 1 mm above the ostium of the celiac 
artery), the abdominal aorta (including the bifurcation and 0.5 mm of 
the iliac arteries), and the total aorta were evaluated. After photog- 
raphy, portions of aorta that contained lesions were cross-sectioned 
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Rgure 1. Body weights of LDLR"^' mice fed diets varying in 
fat cholesterol, and chelate content. Mice were fed the diets 
described in Table 1 and were weighed every 2 weelcs for 12 
weeks- The data represent the mean weights for the 6 mice in 
each group at each time point. 

and embedded in paraffin. Histological sections were prepared and 
stained with hematoxylin and eosin. 

Liver slices, obtained from each animal at the time it was killed, 
were fixed in formalin, paraffin-embedded, and histological sections 
were stained with hematoxylin and eosin. 

Statistical Analysis 

Food intake, body weight, and serum lipids were initially analyzed 
by ANOYA^ foUowed by Fisher's PLSD^« to calculate pairwise 
comparisons among treatment groups by using Statview 4.5 (Abacus 
Concepts, hic). 

Results 

Body Weight 

The mean body weight of mice fed each of the 4 diets for 12 
weeks is shown in Figure 1. Mice fed the high-fat+0.5% 
cholesterol diet (diet 2) showed increased body weight 
(F<0,02) compared with controls (diet 1) during weeks 2 
through 10. This a conunon observation in studies where 
rodents are provided a high-fat diet, which is more palatable, 
resulting in a slighdy greater intake of diet (kcal). However, 
we did not attempt to measure food intake in this study, 
because mice were not individually housed and they typically 
waste significant amounts of food when provided ad libitum. 
Additional effort is necessary to accurately quantitate the 
amount of food consumed in murine studies. Those fed a 
high-fat diet with higher concentrations of cholesterol or 
supplemented with chelate did not exhibit a weight gain that 
was significantly different from controls. 

Lipid Analyses 

The analyses of total serum cholesterol and triglyceride levels 
at 0. 6, and 12 weeks are shown in Table 2, A significant 
effect of diet on serum cholesterol was observed at 6 weeks 
(P<0.0009, ANOVA). Pairwise comparisons show that mice 
fed diet 1 (control diet) have significantly lower serum 
cholesterol than those fed the high-fat diets supplemented 
with 0.5% cholesterol (diet 2; P<0.02, PLSD). \25% cho- 
lesterol (diet 3; F<0.02. PLSD). or 1.25% cholesterol and 
cholatc (diet 4; P<0.0001. PLSD). A statistically significant 
difference was not found between diet groups 2 and 3. 
However, the addition of cholate (diet 4) increased serum 
cholesterol compared with diets 1, 2. and 3 (P<0.009, for all 
comparisons; PLSD). 



TABLE Z Plasma Cholesterol and Triglycerides at Different 
Time Points 

Ct^olesterol (mg/dL) 

WeeltO 



Diet 


(Baseline) 


Weeks 


Week 12 


1 (10% fat) 


104±18 


97±21 


124±49 


2 (40% fat; 0.5% cholesterol) 


133±51 


327±56* 


328±111 


3 (40% fat; 1.25% cholesterol) 


130±37 


331 ±46* 


597±13r 


4 (40% fat; 1.25% cholesterol; 


129±59 


598±7rtt 


761±208*t 


0.5% cholate) 








Triglycerides (mg/dL) 


1 (10% fat) 


52±7 


50±6 


63±19 


2 (40% fat; 0.5% cholesterol) 


40-±10 


85±14 


110±37 


3 (40% fat; 1.25% cholesterol) 


50±11 


58±8 


141 ±34 


4 (40% fat; 1.25% cholesterol; 


41±1D 


74±10 


80±37 


0.5% cholate) 









Data represent mean±SEM values for nonfasting plasma cholesterol and 



triglycerides. 
*P<0.02 compared with diet group 1. 
tP<0.02 compared with diet group 2. 
4:P<0.02 compared with diet group 3. 

Similar results were observed at 12 weeks, although 
variation in serum cholesterol was greater (F<0.005, 
ANOVA). Pairwise comparisons at 12 weeks show that mice 
fed diet 1 (control diet) have lower serum cholesterol than 
those fed the high-fat diets supplemented with 0.5% choles- 
terol (diet 2; P<0.15. PLSD). 1.25% cholesterol (diet 3; 
P<0.007, PLSD), or 1.25% cholesterol and cholate (diet 4; 
F<0.00l ', PLSD). The addition of cholate (diet 4) increased 
serum cholesterol compared with those fed supplemental 
cholesterol without cholate (?<0.007 versus diet 2 and 
F=0.31 versus diet 3, both PLSD). Diets did not have any 
significant effect on serum triglyceride levels at 6 or 12 
weeks. 

The analysis of plasma lipoproteins by fast protein liquid 
chromatography gel-filtration chromatography after 12 weeks 
of diet is summarized in Figure 2. The extent of lipids 
recovered in Superose fractions was relatively uniform and 
comparable in all dietary groups. Percent recovery ranged 
from 83% to 87% for total cholesterol 90% to 94% for 
choline-containing phospholipids, and 68% to 120% for 
triglycerides. The data revealed that elevated total cholesterol 
in dietary groups 2 through 4 was the result of increased 
VLDL and IDL/LDL lipoproteins (Figure 2). Levels of HDL 
lipoproteins varied inversely with VLDL and IDL/LDL. For 
each lipoprotein class, levels of free cholesterol and choline- 
containing phospholipids were as expected, and in different 
dietary groups their ratios were comparable. These ratios 
typically were between 1 and 2 for VLDL and IDL/LDL and 
<0.6 for HDL (data not shown). There was no evidence for 
significant levels of lipoprotein X and HDL-E particles. 

Development of Atherosclerotic Lesions in 
the Aorta 

En face oil red O staining revealed minimal atherosclerotic 
lesion formation in mice fed diet 1 (control diet) for 12 
weeks. In contrast, lesions were readily detected in each of 
the groups fed cholesterol-containing diets (Figure 3 and 
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Figure 2. Plasma cholesterol profiles of LDLR"'" mice fed diets 
varying in fat. cholesterol, and chelate content. Mice were fed 
the diets described in Table 1 for 12 weeks, when blood sam- 
ples were obtained from each dietary group and plasma was 
pooled. Plasma was subjected to fast protein liquid chromatog- 
raphy gel-filtration chromatography as described in Methods. 
Lipoproteins were measured in each fraction and the total cho- 
lesterol levels are plotted. 

Table 3). The percent surface area of the entire aorta involved 
by lesions was significantly greater in mice fed diets 2, 3, and 
4, compared with controls (diet 1), as well as in mice fed diet 
4 compared with group 2, The interpretation was similar 
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Figure 3. OH red O-stained atherosclerotic lesions in aortas of 
IDLR~'' mice fed diets varying In fat» cholesterol, and chelate 
content Mice were killed after being fed defined diets described 
in Table 1 for 12 weeks. Aortas were prepared and stained with 
oil red 0 as described In Methods. One representative aorta 
from a total of 6 ff) each of the 4 dietary groups is shown. 



when the arch, thoracic, and abdominal regions were evalu- 
ated individually (Table 3). The anatomic distribution of 
atherosclerotic lesions was identical in dietary groups 2» 3, 
and 4 (Figure 3). Lesion-predisposed sites included the aortic 
root, the lesser curvature of the arch, and near the orifice of 
the brachiocephalic, intercostal, celiac, superior mesenteric, 
and renal arteries. 

Histological examination revealed a similar morphology 
and cellularity in adieromas from each of the groups fed 
cholesterol-containing diets (Figure 4). The lesions had char- 
acteristic intimal thickening with foam cells, and apparent 
smooth muscle cell infiltration. 

Liver Function Tests and Histology 

To determine if consumption of a cholate-containing diet for 
12 weeks led to liver damage, serum liver enzyme levels and 
liver-derived products were measured and histological sec- 
tions of liver were evaluated. The liver function test results 
were comparable between all dietary groups, suggesting that 
the liver parenchyma and biliary system were not seriously 
damaged after 12 weeks of feeding. Of particular interest, 
mice in group 4 (fed 1.25% cholesterol with chelate) did not 
have a significant elevation in serum bilirubin, alkaline 
phosphatase, y-glutamylUransferase (GGT), alanine amino- 
transferase (ALT), or aspartate aminotransferase (AST), or 
decrease in albumin when compared with group 3 (also fed 
1.25% cholesterol, but without cholate) (data not shown). 
Hematoxylin and eosin sections of liver revealed substantial 
steatosis in dietary groups 3 and 4. with greater fatty changes 
observed in the cholate-supplemented group. There was no 
histological evidence of hepatocyte necrosis, apoptosis. in- 
flammation, fibrosis, or cirrhosis at the tinie point examined. 
However, all cholatc-fed mice had stones in the gallbladder, 
whereas none were observed in mice fed cholate-free diets. 

Discussion 

This study demonstrates that nutritionally defined semipuri- 
fied diets are appropriate for the study of diet- genetic 
interactions in murine atherosclerosis. They offer several 
advantages compared with the commonly used chow-based 
diets, including reproducibility and uniformity of content, and 
the ability to precisely alter composition. Dietary lipid satu- 
ration and concentration are ft^quently the focus of hypoth- 
eses in experimental atherogenesis as a consequence of the 
enormous body of clinical and epidemiological data suggest- 
ing their importance in vascular disease. A semipurified diet 
allows the investigator to alter lipid concentration by substi- 
tution for an equivalent amount of energy from carbohydrate, 
to maintain a constant ratio of all other nutrients to energy in 
the control and high-fat diets. This is impossible to achieve 
when adding fat by dilution to a chow diet. The dilution 
technique confuses the interpretation of results. Indeed many 
investigators using diets prepared by dilution of chow with fat 
are seemingly unaware of the fact that mice consuming an 
identical amount of energy from the high-fat diet are also 
exposed to a significantly lower amount of all components of 
the chow, such as protein, ail vitamins and minerals, and 
biologically active but nonnutrient factors such as fiber and 
phytochcmicals. including those with antioxidant properties. 
The role of specific vitamin and mineral deficiencies or 
excess can be precisely examined by using semipurified diets 
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TABLE 3. Atherosclerotic Lesion Formation in Mouse Aortas After 12 Weeks 

of Diet 

Percentages of Aortic Surface Area Involved by 

Oil Red O- ^tained Lesions 

Dietary Group (n=6) Total Arch Thoracic Abdominal 

1 (control) 0.16±0.32 0.10±0.19 0.08±0.17 0.67±0-94 

2 (0.5% cholesterol) 7.02±3.97t 24.96±12.09§ 2.80±2.35* 5.45±4.ir 

3 (1.25% cholesterol) 8.27±3.59§ 31,66±11.93§ 3.57±3.50* 4.10±2.90* 
4(1.25%cholesterol+cholate) 12.79±4.80§|| 34.62±15.24§ 10.30±3.63§|| 5.69±5.15* 

*P<0.05; tP<0.003; §P<0-001, compared with group 1. 
||/'<0.05, compared with group 2. 



because their contents can be individually manipulated in the 
AIN vitamin and mineral formulations J The use of stan- 
dardized formulations will allow investigators to compare 
data derived from different laboratories without the concern 
that unquantifiable differences in the chow diets used con- 
tributed to the reported results. 

The semipurified formulation can be provided as a liquid 
or in powdered form. The liquid diet allows the investigator 
to obtain more precise estimates of intake because mice 
typically disperse much of a solid diet in a cage. Liquid diets 
also facilitate studies of the effects of alcohol intake and are 
ideal for macrophage colony-stimulating factor- deficient 
mice, which exhibit osteopetrosis and have no teeth, making 
it impossible to consume a pelleted dict^^-^* 

The effects of dietary cholate on atherosclerosis suscepti- 
bility in genetically engineered mice should be reevaluated 
based on our results. Mice are very resistant to the develop- 
ment of atheromatous lesions in the arterial tree. Historically, 
investigators interested in genetic differences between murine 
strains in susceptibility to fatty streak formation devised diets 
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Figure 4. Histological appearance of aortic atherosclerotic 
lesions in LDLR"'" mice fed diets varying in fat, cholesterol, and 
cholate content Hematoxylin and eosin-stained sections of 
fonnalin-fixed lesions from the aortas described In Rgure 3 are 
shown. 



composed of chow diluted with saturated fat and supple- 
mented with cholesterol and cholate.i*> This diet led to the 
discovery that the C57BU6 strain was more susceptible to the 
formation of fatty streaks in the aortic root.^ Although this 
dietary approach lacks many characteristics desired by exper- 
imental nutritionists, many investigators have subsequently 
used it in newer models of atherosclerosis developed with 
transgenic and gene-deletion technology. However, the po- 
tential hepatotoxic effects of cholate' have raised con- 
cerns that LDLR"'" mice fed such diets are not useful for 
modeling human disease." Our smdy clearly shows that 
cholate is not required for the development of atherosclerotic 
lesions throughout the aorta in the LDLR"'" strain, and 
dierefore cholate is unnecessary as a dietary additive in 
studies of atherogenesis in these mice. Subsequent experi- 
ments demonstrated a rapid onset of lesion formation, in that 
most mice fed diet 3 for 4 weeks had early lesions m the 
lesser curvature of the aortic arch (daU not shown). Com- 
pared with mice fed diet 3 (high fat, 1.25% cholesterol), the 
inclusion of cholate (0.5%. wt/wt) in diet 4 caused a ftirther 
increase in plasma lipids and a trend toward a greater area of 
the aortic surface involved by atheromatous lesions. This 
trend was not statistically significant because of high inter- 
animal variability. Cholate-fed mice also developed gall- 
stones over the 12 weeks of investigation. It is our opinion 
that dietary cholate is unnecessary and perhaps a liability in 
studies of atherogenesis in the LDLR"'" mouse. 

Traditionally, cholesterol supplements of 5:1% have been 
used in murine and rabbit studies to enhance hyperlipidemia and 
the rate of lesion formation, thereby shortening the duration of 
studies. Diets high in cholesterol and fat may cause time- and 
dose-dependent hepatotoxicity, therefore lowering cholesterol 
concentration, may be advantageous. Our study begins to ad- 
dress this issue. We demonstrated tiiat tiie lesion area after 12 
weeks of consuming 0.5% cholesterol (diet 2) was essentially 
indistinguishable from mice feed cholesterol at 1.25% (diet 3). 
At 12 weeks of feeding, tiiere was a trend toward higher serum 
cholesterol and triglycerides in diet group 3. Perhaps this would 
lead to accelerated lesion progression and differences in lesion 
area would become significant in studies of longer duration. 
Cholesterol levels <0.5% can induce lesions in LDLR"'" mice. 
Palinski et al*'* fed LDLR*'" mice for 6 monOis with a diet 
containing 21% fat and 0.15% cholesterol (witiiout cholate) and 
observed extensive atiierosclerotic lesion formation tiuoughout 
die aorta. In evaluating aortas of retired LDLR"'" breeders 
>l year of age. we observed lesions in the aortic arch in 
most (unpublished data, 1998). This indicates that LDLR"'" 
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mice can develop lesions spontaneously even when fed a regular 
laboratory chow; however^ their rate of formation is very slow, 
as lesions generally are not found in mice <6 months old. 

The existing literature on newer models of murine athero- 
genesis does not allow investigators to evaluate the role of 
dietaiy lipid concentration or the source of the lipid on lesion 
formation. In our study, the lipid content of diet 1 (control 
diet) was 10% of total energy (4.3% by weight), whereas in 
diets 2, 3. and 4 it was 40% (20% by weight). We included 
soy oil at 5.5% of total energy to ensure that a supply of 
essential fatty acids was constant in all diets. We dien 
manipulated cocoa butter as the variable lipid. We recom- 
mend that future investigators mainUin a constant baseline 
supply of essential fatty acids in the diet unless rtiey are 
particularly interested in this as a variable. It is possible that 
investigators manipulating the fat source could naively pre- 
pare or purchase a saturated fat-enriched diet deficient in 
essential fatty acids, which could complicate the interpreta- 
tion of murine studies. Furthermore, essential fatty acid 
deficiency is not observed in humans except in situations of 
several metabolic or gastrointestinal diseases. Humans con- 
suming diets rich in saturated fat and cholesterol easily 
achieve adequate intake of essential fatty acids. Therefore, 
murine models will more closely mimic human dietary 
patterns if essential fatty acid intake is adequate. 
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Abstract 

Objective: We evaluated the direct effects of long-term blockade of FT;, and ET^ receptors using a mbced endothelin (ET) receptor 
antagonist, LU224332. in the low density lipoprotein receptor (LDL-R) knockout mouse model of atherosclerosis. Methods: Four groups 
of LDL-R deficient mice were studied: control mice fed normal chow (group I); mice fed a high cholesterol (HC, 1.25%) diet alone 
(group II), HC fed animals treated with LU224332 (group III); and mice fed normal chow treated vdth die LU compound (group IV). All 
treatments were continued for 8 weeks at which time the anunals were sacrificed and the aortae were removed and stained with oil red O. 
Atherosclerotic area (AA) was determined by quantitative morphometry and normalized relative to total aortic area (TA). Results: 
Cholesterol feeding resulted in a mariced increased in total plasma cholesterol (-15 fold) and widespread aortic atherosclerosis (AA/TA: 
groiq) I: 0.013±0.007; group U: 0.33±0.11; P<0.001). Atherosclerotic lesions were characterized by immunohistochemistry as consisting 
mainly of macrophages which also showed high levels of ET-1 expression. Treatment with ET antagonist significantly reduced die 
developmoit of atherosclerosis (AA/TA: group III: ai9±0.07, /><0.01 vs. group II), without altering plasma cholesterol levels and 
blood pressure. The direct effect of LU224332 on macrophage activation and foam-cell formation was determined in vitro usmg a human 
macrophage cell line, THP-1. Treatment of die THP-1 cells witii LU224332 significantiy reduced cholesterol ester and triacylglycerol 
accumulation and foam-cell formation on exposure to oxidized LDL (/><0.01 and i><0.05. respectively). Conclusion: We conclude that a 
nonselective ET receptor antagonist substantially inhibited the development of atiierosclerosis in a genetic model of hyperiipidemia, 
possibly by inhibiting macrophage foam-cell formation, suggesting a role for tiiese agents in the treatment and prevention of 
atherosclerotic vascular disease. © 2000 Elsevier Science B.Y All rights reserved. 

Keywords: Atherosclerosis; Cholesterol; Endothelins; Macrophages; Receptors 



1. Introduction 

Spontaneous mutations in the low-density lipoprotein 
receptor (LDL-R) gene result in severe hypercholesteremia 
and atherosclerosis in Watanabe rabbits and rhesus mon- 
keys [I], and represents the genetic basis of familial 
hypercholesteremia in humans [2], Ishibashi et aL [3] have 
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produced LDL-R deficient mice by targeted disruption of 
this gene. On high cholesterol feeding these animals 
exhibited marked elevations in serum cholesterol-rich 
lipoprotem particles including very low density lipoprotein 
(VLDL), intermediate density lipoprotein (LD.L) and LDL, 
associated with massive xanthomatosis and atherosclerosis 
in a manner similar to patients with familial hypercholes- 
terolemia [3]. 

Endotiielial cells normally protect against many of the 
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initiating events in atherosclerosis by the production of 
vasodilator, antithrombotic and antiproliferative factors [4] 
such as nitric oxide (NO), which prevents adhesion of 
blood elements to the endothelium including platelets and 
monocytes, and inhibits migration and proliferation of 
medial smooth muscle cells (SMCs) [5,6]. Indeed, reduced 
endothelium-dependent dilation and decreased bioavail- 
ability of NO is an early feature of hyperlipidemia both in 
experimental models [4,7] and patients [8,9], which can be 
improved by administration of exogenous L-argmme, the 
substrate for NO generation by NO synthase (NOS) [10]. 
Endothelial dysfunction is characterized not only by 
reduced release of vasodilator autacoids such as NO, but 
also by increased production of vasoconstrictor factors 
including endothelin-1 (ET-l) [11]. ET-1 is a 21-amino. 
acid peptide which, in addition to its powerful vasocon- 
strictor and hypertensive actions [12], has a number of 
other biological activities which are likely important in 
chronic vascular disorders. These include stimulation of 
cellular proliferation [13], synthesis of matrix proteins 
[14], and chemotactic effects on monocytes [15,16]. Sever- 
al indirect lines of evidence support a role for ET-1 in the 
development of atherosclerosis [17]. OxLDL results in 
increased ET-l expression in cultured endothelial cells 
[18] and circulating ET-1 levels are elevated in patients 
with atherosclerosis [19]. More relevant, perhaps, are the 
observations of increased ET-1 expression in human 
atherosclerotic lesions [20,21], associated with complica- 
tions of atherosclerosis [22]. 

ET-l transduces its biological effects through an inter- 
action with two specific receptors. ET^ is selective for 
ET-1 and is found predominantly on target cells, such as 
vascular SMCs [23], and mediates the vasoconstrictor [24] 
and pro-proliferative actions of ET-1 [25]. In contrast, in 
the vessel wall ETb is found mostly on the endothelial cell, 
and mediates the release of NO and prostacyclin [26], 
which serves to counteract the direct effects of ET-1 on the 
underlying SMCs. However, ETq can also be found to a 
variable degree on SMCs [27,28] and has been described 
as the predomuiant receptor of a human monocyte/macro- 
phage cell line [29,30]. 

The use of selective ET^ receptor blockers has been 
recently shown to reduce atherosclerosis [31,32] and 
improve endothelium-dependent vasodilation [32,33], pos- 
sibly by unmasking ETe-mediated NO production in 
response to endogenous ET-1. Whether the use of a mixed 
ET^ and ETg antagonist, which would not be expected to 
increase vascular endothelial cell NO release, would 
produce a similar benefit is not certain. We hypothesized 
that a non-selective ET receptor blocker would reduce 
atherosclerosis in the LDL-R deficient mouse model by 
direct actions on SMCs and/or macrophages, inhibiting the 
proatherogenic response to increased endogenous vascular 
ET-l production. We now report that LU224332, a mixed 
ET^ and ET^ antagonist, substantially reduced athero- 
sclerosis in cholesterol-fed LDL-R deficient mice, and also 



inhibited the uptake of OxLDL by macrophages in vitro. 
These data provide strong evidence for a direct role of 
ET-l in atherogenesis. 



2. Methods 

2.1. Experimental protocol 

LDL-R deficient mice in the C57BL/6J background 
were purchased from Jackson Laboratory. Sbcty male 
LDL-R deficient mice were entered into the study at 22 
weeks of age and were maintained on a 12-h-dark-12-h- 
light cycle with unrestricted access to food and water for 
the entire length of the experimental protocol. The use and 
care of LDL-R deficient mice was in accordance with the 
Canadian Council of Animal Care guidelines and was 
approved by the Animal Care and Ethics Committee of St. 
Michael's Hospital. Animals were assigned to four ex- 
perimental groups (15 mice/group) as follows: (I) control 
(normal diet, no treatment); (II) high cholesterol (HC) diet 
without pharmacological intervention; (HI) HC diet with 
ET antagonist treatment and (IV) ET antagonist treatment 
in mice receiving normal diet All mice received their 
specific treatment for a period of 8 weeks before being 
sacrificed. The ET antagonist treatment groups received 
LU224332 (10 mg/kg/day) in thek drinking water. This 
compound (a generous gift of Dr. M. Kirchengast firom 
Knoll, Ludwigshafen, Germany) has previously been 
shown to exhibit equal affinity for the ET^ and ET^ 
receptors (ET^: 3.5 and ET^: 7.2 nmol/l; ratio: 2.1) [34]. 
To insure appropriate dosage of the ET antagonist, water 
intake was monitored at regular intervals and the drug 
dilution was adjusted accordingly. No difference in food 
intake, drinking patterns, or body weight was noted 
between animals firom each group (Table 1). The HC diet 
consisted of 1.25% cholesterol, 7.5% (w/w) cocoa butter, 
7.5% casein and 0.5% (w/w) sodium cholate. This chow 
preparation was shown in previous reports to promote 
atherogenesis [3]. After 8 weeks of treatment, mice were 
sacrificed and perfiision fixed with 10% formalin. The 
aorta were then dissected from the aortic valve to the iliac 
bifiircation and fiirther fixed in 10% formalin overnight at 
4X. 



Tabic 1 

Feeding behavior a nd body weight variations* 

Group 1 G roup 11 Group 111 Group IV 

2.0±0.5 2.1 ±0.6 2.4±0.6 

3.8±2.1 3.5+1.8 3.2±1.6 

29.6±3.l 30.1i2.0 27.5±1.9 



Food intake (g/day) 2.4±0,3 
Water intake (ml/day) 3.3± 1 .5 
Body weight (g) 28.7±2.7 



•Values shown are mean±S,D. No difference was noted between any 
expcrimcnul groups for food intake, water intake or body weight 
measurements by the end of the experimental protocol when subjected to 
one-way ANOVA with post hoc student /-test. 
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2.2. Quantification of xanthomatosis 

The degree of xanthomatosis was graded according to 
the following scale: facial lesions: O=none; l=mild (snout 
only); 2=moderate (snout and eye lids); 3=severe (marked 
lesions); and limb swelling: O=none; l=miId/moderate 
(front paws only); and 2=severe (all four limbs). Addition 
of facial lesion and limb swelling grades represented the 
semiquantitative score. 

2 J. Morphometry and immunohistochemistry 

Aortae from each experimental group were opened 
longitudinaUy and stained with oil red O and a computer- 
assisted video imaging system was used to assess the 
extent of the atherosclerosis area (C-imaging analysis). For 
immunohistochemistry, the aortae of four animals from 
each group were divided into three regions: aortic arch, 
thoracic and abdominal aorta. Paraffin sections (5 jtm) 
were cut from each region and endogenous peroxidase 
activity was quenched by 3% H^O^ in methanol for 20 
min; nonspecific antibody binding was blocked with 10% 
goat serum in PBS for 30 min, and adjacent sections from 
each group were inmmnostamed using the following 
antibodies: a polyclonal rabbit ET-1 antibody (Penmsula 
Labs., Bebnont, CA, USA) at 1:150 dilution overnight at 
4X, and secondary reaction with goat anti-rabbit 
biotinylated antibody (1:250 dilution. Vector Labs. Burlmg- 
ame, USA) for 45 min at room temperature (RT); a 
polyclonal rat antibody to the mouse monocyte/macro- 
phage marker MOMA-2 (Serotec, Kidlington, Oxford, 
UK) at 1:100 dilution overnight at 4^C, and secondary 
-reaction with biotinylated rabbit anti-rat .IgG (1:250 dilu- 
tion. Vector Laboratories) for 45 min at RT; a monoclonal 
mouse antibody to smooth muscle a-actin (Boehringer 
Manheim) at 1:100 dilution for 60 min at RT and 
secondary reaction with biotinylated anti-mouse IgG 
(1:150 dilution, Vector Laboratories) for 30 min at RT. 
Following incubation with the secondary antibodies, the 
sections were treated with streptavidin-biotin-peroxidase 
complexes (Vectastam ABC kit, Vector Labs.) for 30 min at 
RT. Diaminobenzadine was used as the peroxidase sub- 
strate and hematoxylin as the nuclear counterstain. Nega- 
tive control slides were prepared by substituting preim- 
mune serums for the primary antibody. 



2.4. Cholesterol measurements 

Blood was extracted by cardiac ventricular puncture in 
five animals in groups I, II and IV, and six for group III at 
the time of sacrifice and centriftjged at 1500 rpm for 10 
min for plasma separation and collection. Total cholesterol 
was measured with an enzymatic cholesterol assay in a 
colorimetric procedure on a Technicon RAIOOO (Bayer, 
Tarrytown, NY, USA). 



2.5. Blood pressure measurements 

In a separate experimental series, fifteen animals (five 
control; five HC-fed and five treated with the LU com- 
pound)' were anaesthetized with an intraperitoneal injection 
of a mixture of xylazine (5 mg/kg, Bayer) and ketamine 
(50 mg/kg, Wyeth-Ayerst Canada) after 2 weeks of the 
representative treatments. A catheter constructed of 
stretched PE200 tubing (Becton Dickinson) was filled with 
50 U/ml heparin in saline and was inserted into the right 
common carotid artery. Pulsatile blood pressure was 
measured using a CDXHI pressure transducer (COBE 
Canada) and recorded on the Biopac MPlOO data acquisi- 
tion system with acknowledge software (Biopac Systems). 
Animals were allowed to stabilize for 20 min after the 
onset of anesthesia, and then mean arterial pressure was 
registered continuously for 10 min and mean values were 
determined. 

Z6. LU224332 concentrations in mouse plasma 

Plasma levels of LU224332 were measured with a 
radioreceptor assay as previously described [35]. Briefly, 
0.1 ml of plasma obtained from cardiac puncture-blood 
samples from animals receiving (n=7) or not receiving 
(/I =6) the LU compound was mixed with 1 ml of 
methanol, thoroughly vortexed, and centrifiiged for 15 min 
at 2800 g. The supernatant was evaporated imder a stream 
of air. The dry residue was reconstituted in 150 p^l of the 
binding buffer. The reaction was carried out at RT m a 
total volume of 200 jil; 50 p.! of the radioligand ( ' I-ETl . 
« 10 000 cpm per tube) was mixed with 50 \d of the 
sample. The reaction was started by addition of 100 jtl of 
porcine" aortic membranes (5-7 ftg protein/ tube). It was 
terminated after 3 h by addition of 1 ml of ice-cold 5 g/1 
BSA in PBS, pH 7.4, followed inunediately by a rapid 
centrifiigation (3 min at 13 000 g). The supematant was 
carefully aspirated, and the radioactivity of pellets was 
counted in an automated gamma-counter. The standard 
curves, constructed with 18.75 to 1200 nM of LU224332 
added to normal rat plasma were linear within this range. 

2.7. Cell culture 

THP-1 monocyte/macrophage cell line was obtained 
from the American Type Tissue Culture Collection (TIB 
202) and were propagated in RPMI 1640 with 10% FCS. 
penicillin/streptomycin (100 U/ml) at 37'C, 5% CO^. 
Cells were plated at a density of IX 10** cells/ml in 10% 
FCS medium containing phorbol myristate acetate (10 
M) for 72 h to induce differentiation into macrophages, 
and washed extensively with serum-fi-ee RPMI medium 
prior to incubation with or without lipoproteins as indi- 
cated for each experiment. In all experiments, cell viability 
exceeded 90% as determined by trypan blue exclusion. 
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2.8. Lipoprotein isolation and oxidation 

LDL (1.019-1.069 g/ml) was obtained by density 
gradient uhnicentrifugation [36] from plasma of fasted 
normolipidemic individuals. LDL (2 mg protein/ml) was 
subsequently dialyzed against 0.1 M phosphate buffer, pH 
7 4 containing 0.1 mM EDTA for 24 h (three buffer 
changes). LDL samples were sterilized by passmg through 
an 0.22-Min filter (Millipore, Milford, MA, USA), kept at 
4''C, and used within 1 week. Lipoprotein concentration 
was' determined by the method of Lowry et aL [37] and 
expressed as mg/ml. Oxidation of LDL (5 mg protem/5 
ml) was performed by dialysis against 5 jiM CuS04-5H20 
in 0.1 M phosphate buffer, pH 7.4, for 12 h at iTC in the 
dark. 

2.9. Cellular cholesterol and triacylgfycerol 
accumulation 

THP-1 cells were incubated for 24 h with 100 ng/ml 
native or oxidized LDL (OxLDL) in the presence or 
absence of 10"' M LU224332. After incubation the cells 
were washed once with ice cold PBS containing 0.4% BSA 
and twice with PBS alone. CeUs were scraped from the 
culture flask into PBS and sonicated. The cellular lipids 
were extracted wifli chloroform-methanol (2:1, v/v). The 
lipid extract was digested with phospholipase C {Clos- 
tridium welchii; Sigma) as previously described [38]. The 
reaction mixture was extracted with chloroform-meaianol 
(2:1, v/v) containing 100 |i.g tridecanoyglycerol as internal 
standard. The lipid extracts were then reacted for 30 inin at 
20''C with Sylon BFT (Sigma) plus one part dry pyridine. 
This procedure converts the firee fatty acids into silyl esters 
and the free sterols, diacylglycerols and ceramides mto 
silyl ethers, leaving the cholesteryl esters and triacyl- 
glycerols unmodified. The free cholesterol, cholesterol 
esters and triacylglycerols were quantified using a non- 
polar capfflary column as previously described [39]. 

2.10. Data analysis 

Statistical differences between groups were evaluated 
using the one-way ANOVA test with post hoc student /-test 
where appropriate. For semiquantitative scoring of xan- 
thoma, the statistical difference between groups was 
evaluated using the Mann-Whitney test Data are pre- 
sented as mean±S.D. unless otiierwise indicated. A value 
of P<0.05 was considered significant. 



3. Results 

Cholesterol-fed animals accumulated foam-cells along 
the inner curvature of the aortic arch and throughout the 
descending aortae, leading to the formation of fibro-fatty 
plaques at 8 weeks of treatment (Fig. lb, d and 0- 



Histological examination revealed that the atherosclerotic 
plaques contained a necrotic core widi cholesterol crystals 
covered by a thin fibrous cap. Occasional SMCs could be 
identified in the plaque area and fibrous cap by immuno- 
staining with an antibody against a-actin (Fig. lb), how- 
ever, a-actin positive cells were mostiy restricted to the 
medial layer of the aortae (Fig. la and b). I'™"""^;^;"'"^ 
with monocyte/macrophage specific antibody (MOMA-2) 
showed little or no staining in animals receiving normal 
chow (Fig. Ic), whereas the majority of cells withm the 
intimal lesion of HC fed animals were MOMA-2 positive 
(Fig Id). In animals receiving normal chow, ET-1 stainmg 
was restricted to endothelial cells (Fig. le), whereas ET-1 
was predominantly located to macrophage rich mtimd 
aortic lesions of HC treated animals, consistent with 
previous reports [15,21] (Fig. If). 

The degree of xanthomatosis, derived using a semiquan- 
titative grading system, is presented in Fig. 2A. In LDL-R 
knockout mice fed a normal chow for 8 weeks (Fig. 2. 
group I), no xanthomatous lesions were observed. In 
contrast, in the cholesterol-fed LDL-R deficient mice 
(group II) xanthomatous lesions of the face, ventral surface 
of the trunk and swelling of the extremities began to 
appear at 6 weeks and were present in all animals by 8 
weeks [xanthomatosis score (XS) of 4.0±0.6 
(median±S.D.) Fig. 2]. In the cholesterol-fed LDL^ 
deficient mice treated with ET antagonist (group TO), 
significantiy fewer xanthomatous lesions were apparent m 
at 8 weeks pCS: 1.5±0.5 (median±S.D.) Fig. 2]. LDL-R 
deficient mice fed 125% cholesterol were severely hy- 
perlipidemic with mean plasma cholesterol levels 15-fold 
higher than normal chow-fed animals (group I: 4.8±0.6 
mM vs. group H: 65.6±6.5 mM; P<0.001). Treatment of 
cholesterol-fed LDL-R deficient mice with the ET antago- 
nist did not alter plasma lipid levels (groiq) III: 66.6±5.1 
mM) (Fig. 2B). As weU, arterial blood pressure was not 
significantly different in animals fed normal or HC diets 
(78±7 and 78±3 mmHg, respectively), either with or 
without treatment with the ET antagonist for 15 days 
(74±7 and 78±3 mmHg, respectively) (five animals in 
each group). These results are consistent with previous 
reports using endothelin antagonist in mice [32] and other 
normotensive animal models [40]. Treatment with 
LU224332 (10 mg/kg/day for 2 weeks) resulted m 
measurable plasma levels of the ET antagonist (708 ±357 
nmol/1), which was well in excess of the for both ET 
receptors (see Methods). 

The extent of aortic lipid deposition was visualised by 
oil red 0 staining (Fig. 3A) and quantified by computer 
assisted morphometry (Fig. 3B). Extensive atherosclerosis 
was seen in the HC diet group (group IT), whereas only 
minimal lipid deposition was found in animals receivmg 
normal mouse chow mainly at the bifiircations of great 
vessels (group I). LU224332 treatment (group III) sig- 
nificantly reduced the extent of atherosclerotic involvement 
in the aortae by almost 45% (Fig. 3B, P<0.01). 
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Fig. 1 Photomicrographs show representative sections of thoracic aorta from LDL-R deficient mice fed normal chow (groups I: ^'^J^^^^^^^^^ 



In order to study the direct effect of endothelin receptor 
blockade on macrophage lipid accumulation, THP-1 
human macrophages were incubated with 100 ixg/ml of 
native LDL (nLDL) or Ox LDL, in the presence or absence 
of LU224332 (10"' M). After 24 h, cellular cholesteryl 
ester (CE) and triacylglycerol (TG) were quantified as 
described in Methods. Treatment of cells with Ox LDL 



resulted in 3-fold increase in CE and TG levels compared 
to nLDL alone (F<0.01 and P<0.05, respectively; Fig. 
4A). The addition of LU224332 completely prevented 
macrophage CE and reduced TG deposition induced by Ox 
LDL (P<0.01 and P<0,05, respectively; Fig. 4B), reduc- 
ing macrophage lipid accumulation to levels not different 
from nLDL alone. 



5. Babaei et ai f Cardiovascular Research 48 (2000) 158- 



163 




B 



to 

o 
o 

1 

|2 



75 
SO 

as 

0 





P 






1 II 




groups I, 11 and III are shown in (B). 



4. Discussion 

The results of the present study demonstrate an im- 
portant anti-atherosclerotic effect of a non-selective ET 
receptor antagonist in a model of homozygous familial 
hypercholesterolemia, the LDL receptor (LDL-R) deficient 
mouse. In addition to preventing atherosclerosis, treatment 
with the ET antagonist significantly reduced xanthoma 
formation without affecting total cholesterol levels or 
arterial pressure. These results support the hypothesis that 
the ET system contributes directly to the pathogenesis of 
atherosclerosis and that ET blockers may have therapeutic 
utility in the treatment of this vascular disorder. 



In the vessel wall, the ET^ receptor is located primarily 
on SMCs, whereas the ETg subtype is found mainly on the 
endothelial layer, infiltrating macrophages [29] and to a 
variable extent SMCs [28]. Although ET^ may mediate 
many of the effects of ET-1 that are likely relevant to 
atherosclerosis, the presence of the ET^ receptors on 
macrophages and its up regulation on SMCs of vascular 
lesions [27], suggest that this receptor subtype may 
contribute importantly to the pathogenesis of atherosclero- 
sis as well. In fact, a recent report has suggested that 
accumulation of foamy macrophages and T lymphocytes in 
the fibrous plaque may modulate the switching of ET 
receptor subtypes from ET^ to ET^ in SMCs [41]. 
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Cultured rat peritoneal macrophages have been described 
to express nearly exclusively ETb receptors [42] whereas 
both ET^ and ETb receptors have been demonstrated by in 
situ hybridization on macrophages in the early inflamma- 
tory intimal lesion of hyperlipidemic hamsters [31]. 

In contrast, stimulation of ETb receptors on the endo- 
thelial cells releases vasodilators, such as NO, which may 
protect against atherosclerosis [43]. Kowala et aL [31] 
previously reported that an ET^ selective antagonist re- 



duced fatty-streak formation in a hamster model of early 
atherosclerosis. However, to some extent this effect might 
have been due to a lipid lowering action of certain ET 
antagonists [31,44]. Recently, Barton et al. [32] reported 
that another-ET;, selective antagonist reduced atherosclero- 
sis in the apoE-deficient mouse model of atherosclerosis, 
further supporting an important role for ET-l in this 
disease. This was associated with a marked improvement 
in endothelium-dependent dilation and increased nitrate/ 
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prevented CE and TG uptake induced by OxLDL (i><0.01 and /><0.05. 
respectively). 



nitrite levels in the blood [32], likely as a result of 
selective ET^ blockade vi^hich spares the endothelial ETg 
receptor. Therefore, it is possible that an increase in 
endothelial NO production may have contributed indirectly 
to the anti-atherogenic effects of ET^ blockade m diese 
studies. It is well established that other strategies to 
increase endothelial NO release, i.e. L-arginine supple- 
mentation [45,46], and angiotensin converting enzyme 
inhibition [47,48] reduce atherosclerosis in a variety of 
animal models. In the present study a balanced ET^ and 
ETb receptor antagonist was used, which would not be 
expected to favorably alter the balance of endothelial 
versus smooth muscle ET receptor activation. Indeed, it 
could be argued that blockade of endothelial ETg receptor 
with this compound would be counterproductive and could 
reduce the overall beneficial effect of the ET antagonist in 
atherosclerotic models. Nonetheless, a marked reduction in 
atherosclerosis and xanthomatosis was seen with 
LU224332 in the absence of any changes in plasma lipids, 
which may be ascribed to direct effects of ET-1 on the 
cellular events leading to the initiating and/ or progression 
of atherosclerosis. However, we cannot exclude the possi- 
bility that mixed ET blockade may have resulted in 



improvement in endothelial function by an indirect mecha- 
nism. Increased NO production has been previously re- 
ported with both selective and non-selective ET antago- 
nists in the rat Langerdorff heart model [49], possibly due 
to increased coronary flow and therefore intimal shear 
forces [49]. 

In addition to its potent vasoconstrictor effects, ET-1 has 
a number of biological activities, which might contribute 
directly to the morphological changes characteristic of 
atherosclerosis. Endothelin-1 is a co-mitogen for vascular 
SMCs [13], and can act in concert with other well-char- 
acterized growth factors, such as PDGF, which are 
believed to initiate and maintain cell proliferation in the 
atheromatous [17]. ET-1 is also a powerful stimulus for 
secretion of collagen [14] and other matrix components 
which represent a major constituent of the atherosclerotic 
lesion. Therefore the inhibition of ET-1 action on 
atheromatous SMCs may be critical in the anti-atheros- 
clerotic effects of LU224332. As well, ET-l may also 
contribute to the recruitment of monocytes into the de- 
veloping intimal lesion either directly [15] or indirectly by 
increasing MCP-i [16]. Macrophages play a key role in the 
pathogenesis of atherosclerosis [30]. The marked up-regu- 
lation of expression of ET-1 m macrophages seen in this 
and other studies also suggest that this peptide may 
contribute to chronic mflanunatory changes in this disease. 

ET-1 has been shown to increase the release of in- 
flammatory cytokines from macrophages [50,51]. In turn, 
cytokines such as TNFa. IL-1 and IL-6 have been shown 
to increase ET-1 production by macrophages [52]. Thxis 
ET-1 may serve to amplify and sustain macrophage 
activation in the developing atheromatous [51]. Interrup- 
tion of this positive feedback pathway is a potential 
mechanism by which ET receptor antagonists may reduce 
the progression of atherosclerosis in addition to its effects 
on SMC proliferation and matrix secretion. In support of 
this, a marked decrease in xanthomas formation, a non- 
vascular lesion which is dependent on macrophage activa- 
tion [3] was also observed in LDL-R deficient mice treated 
with the ET antagonist. Further evidence in favor of a 
direct effect of ET-1 on macrophage foam-cell formation 
was provided by in vitro studies using the human THP-1 
monocyte-macrophage cell line. These cells differentiate 
into macrophages on exposure to phorbol ester, in which 
state they have previously been characterized to express 
predominantly the ET^ receptor [29]. The ability of the 
LU224332 compound to largely prevent cholesterol ester 
and triacylglycerol accumulation in these cells on exposure 
to Ox LDL is consistent with a crucial role for endogenous 
ET-l in macrophage activation and foam-cell formation. 

In summary, nonselective inhibition- of ET receptors 
with LU224332 reduced atherosclerosis and xanthomatosis 
independently of any change in lipid levels. Prominent 
ET-1 expression in macrophage-rich atherosclerotic lesions 
observed in vivo, together with the ability of the ET 
receptor antagonist to directly reduce macrophage lipid 
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accumulation in vitro, point to a role for ET-1 in foam-cell 
formation. Thus, antagonism of the ET system may 
provide a new pharmacological approach to reduce the 
vessel wall response to chronic injury induced by hy- 
perlipidemia, and thereby inhibit intimal lesion formation 
and progression of atherosclerosis. 
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Abstract 



Non selective inhibition of cyclooxygenase (COX) has been reported to reduce atherosclerosis in both rabbit and murine models. In 

PA) on the development of different stages of atheiosclerotic les.on fonnatton m female apoE "^'I.^J^'^^^X-^Sl 
Sective for COX-2 in vitro, reduced platelet thromboxane production by 61% m vivo, mdicatmg parttal mhibition of COX-1 mjiva 
selective z in vi^^, ^""^ v r . intermediate aortic atherosclerotic lesion 

in the extent of atherosclerosis m the proximal aorta m apoE mice treatea irom 1 1 lo zi " s ^.i-crive COX 

siiking (76%) reduction in lesion size by en face analysis in these mice. TTiese studies demonsto^e the ^'^"^ ^^'^'f^^ir^^^ 
Son STtb d5dO-PA to reduce early to intermediate atherosclerotic lesion formation in apoB mice, supporting a role for anti- 

inflammatory approaches in the prevention of atherosclerosis. 
© 2005 Elsevier Inc. All rights reserved. 
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1* Introduction 

Atherosclerosis has features of an inflanunatory disease 
and is the leading cause of death in industrialized nations 
[1]. Cyclooxygenase (COX) plays a key role as an inflam- 
matory mediator in virtually all diseases involving inflam- 
mation [21. COX exists as two isoforms, which are coded 
for by two separate genes [2,31- COX-1 is found in most 
tissues and mediates normal physiology requiring prosta- 
glandin production. COX-2 is induced rapidly at sites of 
inflammation and is expressed in atherosclerotic lesions of 

* Corresponding author. Tel.: +1 615 936 1656; fax: +1 615 936 1872. 

E-mml address: macrae.linton@vanderbilt.cdu (M.F. Linton). 
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humans [4,5], and niice [6] by macrophages, smooth 
muscle cells and endothelial cells. 

Eicosanoids produced by COX-1 and COX-2 have been 
ascribed a variety of functions in die promotion of cardio- 
vascular health and disease. The beneficial effect of low dose 
aspirin in reducing cardiovascular events has been largely 
attributed to inhibition of platelet thromoxbane production, 
a COX-1 mediated process [7]. In contrast, COX-2 has been 
proposed to play botii beneficial and deleterious roles in 
cardiovascular health [8-11]. Recent evidence from die 
Adenomatous Polyp Prevention on Vioxx (APPROVe) trial 
indicating tiiat selective COX-2 inhibition with rofecoxib 
results in increased cardiovascular events after 18 months 
compared to placebo has resulted in removal of rofecoxib 
from the market (www.vioxx.com). Yet studies in animal 
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models and humans support roles for COX-2 in promoting 
endothelial dysfunction [12], early atherosclerotic lesion 
formation [6] and plaque instability [13,14]. The dramatic 
removal of rofecoxib from the market highlights our need for 
a better understanding of the roles of COX-1 and COX-2 in 
atherosclerosis, plaque rupture, and cardiovascular events. 

Non-selective inhibition of COX has been reported to 
reduce atherosclerosis both in cholesterol fed rabbit mod- 
els [15] and genetically altered murine models of athero- 
sclerosis [6,16]. Belton et al. have reported that selective 
inhibition of COX-1 attenuates atherosclerosis in apoE 
deficient mice [9]. However, reports on the impact of 
selective COX-2 inhibition on the development of athero- 
sclerosis in murine models have been mixed with 
decreased, increased or unchanged atherosclerotic lesion 
area [6,16-19]. The divergence in the results may be the 
consequence of differences in experimental design, includ- 
ing efficacy and selectivity of the inhibitors, gender of the 
mice and stage of adierosclerotic lesions. 

A new class of COX-2 selective inhibitors has been 
developed by derivatization of the conventional non-ster- 
oidal anti-inflammatory drugs (NSAIDs) indomethacin, 
resulting in > 1100 times more selectivity for COX-2 than 
COX-1 when tested in vitro [20]. In the current studies, we 
examined the impact of this novel amide derivative of 
indomethacin, designated INDO-PA, on the development 
of different stages of atherosclerosis m apoE " mice. 
Interestingly, INDO-PA was found to produce a 61% 
reduction in platelet thromboxane, indicating partial inhi- 
bition of COX-1 in vivo. Treatment of apoE mice with 
INDO-PA dramatically reduced aortic prostaglandin levels 
and early and intermediate aortic atherosclerotic lesion 
formation. These studies demonstrate the ability of non- 
selective COX inhibition with INDO-PA to reduce early 
and intermediate atherosclerotic lesion formation in 
apoE"^" mice, supporting the efficacy of anti-inflamma- 
tory approaches in the prevention of atherosclerosis. 



2. Methods 

2.7. Animal procedures 

Female apoE"'" mice were at the 10th backcross into the 
C57BLy6 background and originally purchased from Jack- 
son Laboratories (Bar Harbor, ME). Mice were maintained 
on a rodent chow diet containing 4.5% fat (PMI No. 5010, 
St. Louis, MO) and autoclaved acidified (pH 2.8) water. 
Animal care and experimental procedures were carried out 
in accordance with the regulations and under the approval of 
Vanderbilt University's Animal Care Conunittee. 

2.2. COX inhibition 

The dose of INDO-PA used in our study was chosen 
based on oral dosing in acute studies of carageenan- 



induced footpad edema plethysmoraetry in rats m which 
the oral ED50 for this assay in rats is 1.5mg/kg [20]. 
Treatment of apoE"'" mice witii 5 mg/kg INDO-PA intra- 
peritoneal (IP; 3.33-fold over ED50 in rats) was well- 
tolerated and did not produce any gastric ulceration and 
toxicity even at a dose of 30 mg/kg of INDO-PA (data not 
shown). In contrast, apoE''" mice were able to tolerate 
daily doses of 2.5-mg/kg indomethacin by the IP route but 
higher doses (3 mg/kg) of it resulted in gasU-ointesUnal 
hemorrhage with 100% mortality by 1 week (data not 
shown). Drugs were administered daily based on the body 
weight by IP injection (100 in a sterile mixture of 1% 
DMSO, 5% ethanol, 5% Tween-80 and 89% PBS 

2.3. Serum cholesterol and triglyceride analysis 

Mice were fasted for 4 h and blood was collected under 
isoflurane anestiiesia. Serum was separated by centrifuga- 
tion and lipoprotein integrity was preserved by using 1 mM 
phenylmethylsulfonyl fluoride (Sigma), The concentration 
of total cholesterol and triglycerides was determined usmg 
Sigma kits adapted for96-well plate assay as described [21]. 

2.4. Platelet thromboxane level measurement 

Nine-week-old apoE"'" mice were given vehicle 
(n = 10) or 5 mg/kg INDO-PA (n = 9) for 1 week. Ninety 
minutes after the final injection, blood samples were 
collected in the presence of 25 units of heparin sodium 
(Sigma) and 1.25 fil lO\xM A23187 Ca^ ionophore 
(Calbiochem). Blood was placed in a 37 "C water bath 
for 30min. Plasma was isolated by centrifugation at 
llOOrpm for lOmin at 4°C. Platelet tiu-omboxane A2 
metabolite, thromboxane B2 (TxBi) was quantified by gas 
chromatography/mass spectrometry (GC/MS) as described 
[22]. 

2.5. Aortic prostaglandin levels analysis 

Seven-week-old apoE"'" mice were given daily vehicle 
(rt = 4) or 5 mg/kg INDO-PA (n = 5) for 9 weeks. Ninety 
minutes after die last dose administration, mice were 
sacrificed by cervical dislocation. Aortas were dissected 
free of adjacent adventitial tissue and snap-frozen in liquid 
nitrogen. Prostacyclin metabolite 6-keto PGFia and PGE2 
were purified as described and quantified by GC/MS by tiie 
Eicosanoid Analysis Core at Vanderbilt University [23]. 

2.(5. Analysis of Aortic Lesions 

ApoE"'" mice were sacrificed and flushed with PBS 
through the left ventricle. The aorta was dissected and 
pinned out in an en face preparation as described pre- 
viously [24]. In die first experiment, a subset of the distal 
aortas (n = 3) in each group were snap-frozen in liquid 
nitrogen for prostaglandin determinations. The heart witii 
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the proximal aorta was embedded in OCT and snap-frozen 
in liquid nitrogen. Fifteen alternate cryosections of lO-jxm 
thickness were collected from the proximal aorta starting 
from the beginning of the aortic sinus and extending 
300 M^m distally as described [25]. The sections were 
stained with Oil-Red-0 and lesion area was quanUfied 
using a Kontron computer system [24]. 

2.7. Data analysis 

Data are expressed as mean ± S.E.M. Total serum cho- 
lesterol, triglycerides, PGE2, 6-keto PGFia, TXB2 and 
aortic lesion areas between the groups were determined 
using the SigmaStat V2 Software (SPSS Inc., Chicago. IL) 
by Student's r-test and the Mann-Whitney rank sum test, 
respectively. 



3. Results 

1.1. INDO'PA inhibits platelet thromboxane 
production in apoET^' mice 

INDOPA has been reported to be a highly selective 
COX-2 inhibitor in vitro [20]. The structures of indometha- 
cin and the amide derivative used in the treatments, INDO- 
PA, are shown in panels A and B of Fig. 1, 

To test the COX-2 selectivity of INDO-PA, we measured 
platelet thromboxane production in apoE"^" deficient mice 
(Fig. IC). Surprisingly, INDO-PA inhibited platelet throm- 
boxane A2 metabolite TxBi production by 61% compared 
to vehicle (25.7 ± 3.0 ng/ml versus 65.9 ± 2.4 ng/ml, 
respectively; = 0.001). Thus, in contrast to its behavior 
in vitro, INDO-PA significantly inhibited COX-1 expres- 
sion in apoE*'" mice in vivo. 

5.2. INDO-PA does not affect plasma lipid levels 
in apoET^" mice 

To examine the impact of treatment with INDO-PA on 
lipid metabolism and atherosclerosis, three independent 
studies were designed to allow the development of fatty 
streak, intermediate and advanced atherosclerotic lesions 
in female apoE"'" mice. These mice were treated for 
different periods: firom ages 7 to 16 weeks, from 9 to 18 
weeks and from 11 to 21 weeks. However, serum lipids 
remained unchanged throughout the course of treatment in 
all three studies (Tables 1-3). 
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Vehicle 



INDO-PA 



Ftg. 1- Inhibition of Ca^* ionophorc stimulated platelet thromboxane 
producUon: (A) chemical structure of indomcthacin. (B) chemical structure 
of indomeUiacin amide derivative mDO-PA and (C) ApoE mice were 
given vehicle (clear bar) or INDO-PA (hatched bar) for a week. Blood was 
collected and stimulated using A23 1 87 Ca^* ionophore. Platelet producUon 
of the thromboxane metabolite TxBj was analyzed by GCTMS. 

3 J. INDO'PA reduces atherosclerosis in 
apoE~^~ mice 

Treatment of 7-week-old apoE"'" mice with INDO-PA 
for 16 weeks significantly reduced atherosclerotic lesion 
formation in the proximal aorta by 44% (29620 ± 
4148 fjim^ versus 52525 ± 6007 p = 0.013) and by 
47% in the en face analysis of the aortas (0.43 ± 0.04% 
versus 0.81 ± 0.08%; p = 0.033) compared to mice treated 
with vehicle, respectively (Fig. 2A and B). Representative 
Oil-Red-O stained sections from the proximal aorta of 
mice treated with vehicle (Fig. 3A) or INDO-PA (Fig. 3B) 
indicate fatty streak lesions consisting predominantly of 
foam cells. 



nwc 1 



Serum lipid levels in apoE-^" mice treated with vehicle or INDO-PA from 7 to 16 weeks of age 



Animal group 



Vehicle (n = 10) 
INDO-PA (n= 10) 



Baseline 



6 weeks 



Choi. 



Trigl. 



Choi. 



320 ± 13 
333 ± 16 



55 ±3 
54 ±6 



276 ± 10 
260 ±6 



Trig. 



62 ±2 
69 ±3 



10 weeks 



Choi. 



311 ±9 
322 ±6 



Trig. 



69 ±5 
72 ±4 



Values arc in mg/dl (mean ± S.E.M.). The number of animals in each group is indicated by n. 
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represented as the percent of lesion area for each mouse and the horizontal bar represents the mean for each group. 

^^j^j^ 2 lesions in the proximal aorta in the vehicle group (Fig. 3C) 

and INDO-PA treated group (Fig. 3D), 



Serum Upid levels in apoE"'- mice treated with vehicle or INDO-PA from 9 



to 19 weeks of age 


Animal group 


2 weeks 




9 weeks 




ChoK 


THg. 


Choi. 


Trig. 


Vehicle {n = 13) 
INDO-PA (n = 10) 


352 ±24 
343 ±9 


101 ±8 
110 ±5 


396 ±30 
408 ± 27 


72±5 
89 ±6 



In contrast, treatment of 11-week-old apoE mice 
with INDO-EA for 10 weeks produced only a trend for 
a 19% (p = 0.38) reduction in the extent of atherosclerosis 
in the proximal aorta that did not achieve statistical sig- 
nificance compared to mice treated with vehicle (Fig. 6A). 
The atherosclerotic lesions in the proximal aortas of these 
mice were intermediate to advanced in stage both in the 
vehicle-treated (Fig. 3E) and INDO-PA-treated mice 
(Fig. 3F) with evidence of connective tissue. Interestingly, 
there was a dramatic 76% reduction (Fig. 6B) in the en face 
analysis of the extent of aortic atherosclerosis in the apoE 
- mice treated with INDO-PA compared to the vehicle- 
treated group (0.61 ± 0.18% versus 2.5 ± 0.39%, respec- 
tively; p = 0.022). 



is indicated by n. 

To examine the impact of INDO-PA on the production of 
two aortic prostaglandins, PGE2 and PGI2, apoE ' mice 
were treated with INDO-PA or vehicle for 9 weeks. As 
shown in Fig. 4, INDO-PA inhibited production of PGE2 by 
88% compared to vehicle (5.13 ± 1.01 ng/mg versus 
43.79 ± 14.31 ng/mg tissue, respectively; p = 0.001). 
INDO-PA also inhibited production of the PGI2 metabolite 
by 87% compared to vehicle (29.13 ± 9.21 ng/mg versus 
229.22 ± 61.98 ng/mg tissue, respectively; p = 0.002). 

In the next study, INDO-PA treatment of 9-week-old 
apoE"'" mice for 9 weeks significantly reduced athero- 
sclerosis by 53% in the proximal aorta (60997 ± 12280 
lim^ versus 129808 ± 18926 ^im^ p = 0.023; Fig. 5A) and 
by 64% in the en face analysis of the aorta (0.40 db 0.05% 
versus 1.12 ± 0.22%; p = 0.021; Fig. 5B) compared to tiie 
vehicle treatment group. The atiierosclerotic lesions in 
these mice consisted of both fatty streaks and intermediate 



4. Discussion 

We examined tiie impact of a novel amide derivative of 
indomethacin, INDO-PA, on the development of athero- 
sclerosis in female apoE"'~ mice. Altiiough INDO-PA is 
highly selective for COX-2 enzyme in vitro [20], we have 
found that INDO-PA inhibits platelet thromboxane in 
vivo. Treatment of apoE'^'mice with INDO-PA drama- 
tically reduced early to intermediate atherosclerotic 



Table 3 

Scrum lipid levels in apoE'^- mice treated with vehicle or INDO-PA from 11 to 21 weeks of age 
Animal group 



Baseline 



2 weeks 



Choi. 



Trig. 



Choi. 



Trig. 



Vehicle {n = 9) 
INDO-PA (ff= 9) 



292 ±9 
282 ± 16 



64±3 
58 ±5 



242 ± 15 
257 ± 23 



98 ±6 

99 ±9 



Values arc in mg/dl (mean ± S.E.M.)- The number of animals in each group is indicated by n. 



9 weeks 



Choi. 



271 ± 18 
306 ±29 



Trig. 



89 ±3 
96 ±4 
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Fig 3 Representative Oil-Red-0 stained aortic root sections from groups treated with vehicle and INDO-PA. (A and B) Early sta e f ^^^^^^^^ 

^^^^ with vehicle (A) and INDO-PA (B) from 7 to 16 weeks of age. (C and D). Intermediate stage 
raredwrveWcle(C)andlNDO-PA(D)from9tol8w^^^^ m.ce treated with vehicle (E) 

and INDO-PA (F) from 7 to 16 weeks of age. 



lesion formation. In addition, INDO-PA inhibited PGE2 
and PGI2 metabolite production in the aorta by 88 and 
87%. respectively, demonstrating efficacy of the INDO- 
PA in inhibiting prostaglandins in the artery wall in vivo. 
Thus, non-selective inhibition of COX with INDO-PA 
reduces the development of atherosclerosis in apoE 
mice, supporting the potential for COX inhibition and 



anti-inflammatory approaches in the prevention of athero- 
sclerosis. 

Treatment with 5 mgAcg INDO-PA (333-fold over ED50 
for oral dosing in rats [20]) was weji-tolerated and did not 
produce gastric ulceration in apoE"' mice. In these mice 
at steady state of INDO-PA. we observed a significant but 
incomplete (61%) inhibition of platelet thromboxane pro- 
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Hg 4 Inhibition of prostaglandin producUon in aortic tissue of apoE 
mice. ApoE-'- mice wae given veliicle or INDO-PA beginning at 7 weeks 
of age for 9 weeks. Aortas were analyzed by GOMS for PGEi and PGI, 
metabolite 6-keto-PGFi„. 

duction indicating partial inhibition of platelet COX-1. 
Further studies in rats have verified that a small percentage 
of INDO-PA (5-10%) is converted into indomethacin in 
vivo (R.P. Remmel and L.J. Mamett, unpubUshed results). 
Although these data indicate that INDO-PA is only par- 
tially selective, previous data demonstrating that >90% 
inhibition of platelet thromboxane is required to inhibit 
platelet aggregation [26,27] suggests that inhibition of 
thromboxane-mediated-platelet aggregation is unlikely 
to have contributed significantly to the reduction in ather- 
osclerosis. Three decades ago, non-selective inhibition of 
COX was reported to reduce atherosclerosis in cholesterol 
fed rabbits [15]. We and others have shown that non- 
selective inhibition of COX witii indomethacin associated 
with 90-95% reductions in platelet thromboxane reduces 
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early and intermediate atherosclerotic lesions m LDLR 
mice fed a western diet [6.16]. In contrast. Egan et al. have 
recentfy reported that treatment of 6-week-old western diet 
fed apoBec-l/LDLR DKO mice with indomethacin for 13 
weeks was associated with onlya70% reduction in platelet 
tiiromboxane and caused a 12.9% reduction in complex 
athen)sclerotic lesions [28]. Thus, differences in these 
studies include the mouse model used, the extent ot 
atiierosclerosis and the efficacy of the indomethacm. Data 
with regard to the impact of aspirin on murine models have 
been conflicting, with a study by Cayatte et al. showing no 
effect [29] and studies in high-fat diet fed apoE [30] and 
LDLR"'~ mice [31] demonstrating significant reductions 
in lesion foimation. However. Cayette et al, reported that a 
thromboxane receptor antagonist, which inhibited serum 
thromboxane activity by only 39%. reduced atiierosclero- 
sis in apoE-'- mice [29]. The autiiors interpreted tiiese 
results as indicating diat eicosanoids other tiian tiirombox- 
ane are involved in promoting atiierosclerosis. Recenfly, 
Belton et al. have reported tfiat selective inhibition of 
COX-1. which reduced urinary 2,3-dinor-TxB2, by around 
50% reduced atiierosclerotic lesion formation in apoE 
deficient mice [9]. Thus, it is possible tiiat inhibition of 
thromboxane may have contributed to tfie reduction m 
atiierosclerosis seen witti INDO-PA by partially offsetting 
potentially negative effects of reducmg prostacyclin. How- 
ever it is also possible tiiat reductions of ottier eicosanoids 
due 'to inhibition of COX-1 and/or COX-2 may have 
contributed to tiie reduction in atiierosclerosis. 

Reports on tiie impact of selective COX-2 inhibition on 
the development of atiierosclerosis in murine models have 
been mixed indicating decreased, increased or unchanged 
atiierosclerotic lesion area [6,16-19]. The differences in 
results of tiiese studies may be explained by vanability m 
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experimental design, including efficacy and selectivity of 
the inhibitors, gender of the mice and atherosclerotic lesion 
stage. We have previously reported that rofecoxib reduces 
early atherosclerotic lesion formation in LDLR~ mice 
[6]. Consistent with our results, Krul et al. have presented 
data that treatment of apoE"^~ mice v^^ith a selective COX- 
2 inhibitor, celecoxib, results in a significant reduction in 
aortic atherosclerosis [32]. Using bone marrow transplan- 
tation studies, we have demonstrated that macrophage 
COX-2 expression promotes early atherosclerotic lesion 
foimation in LDLR"'" mice [6], providing genetic evi- 
dence consistent with COX-2 inhibition reducing early 
atherosclerotic lesion formation. In contrast, the ability 
of selective inhibition of COX-2 to impact atherogenesis 
appears to be limited in the setting of advanced athero- 
sclerotic lesions [9.17,18], perhaps due to LXR-mediated 
downregulation of COX-2 in macrophage-derived foam 
cells [33] and the inhibition of anti-proliferative effects of 
COX-2 expression in smooth muscle cells [34]. Thus, the 
impact of COX-2 on atherosclerosis is complex and may 
vary according to the cell type and lesion sUge. 

Our current results demonstrate that non-selective 
inhibition of COX with INDO-PA reduces the formation 
of early and intermediate atherosclerotic lesions in 
female apoE"'~ mice. Interestingly, we saw a non-sig- 
nificant trend for a reduction of atherosclerosis in the 
proximal aortas of apoE"^~ mice with advanced stage 
lesions, whereas the extent of atherosclerosis in the en 
face aortas was dramatically reduced by 76%. In murine 
models, atherosclerosis develops first in the proximal 
aorta and then progresses distally [24.25]. These results 
are reminiscent of the findings that treatment with the 
selective COX-2 inhibitor, nimesulide. produced a non- 
significant trend for a reduction in atherosclerosis in 



LDLR"'" mice with intermediate stage lesions, whereas 
treatment with indomethacin produced a significant 
reduction in atherosclerosis [16]. Although ETOO-PA 
partially inhibits COX-1, we believe that it is acting 
largely as a C0X.2 inhibitor, given the relatively low 
rate of conversion to indomethacin in vivo, the incom- 
plete inhibition of platelet COX-1. and the much 
improved safety profile of INDO-PA compared to indo- 
methacin. These results suggest that as the disease pro- 
gresses from intermediate to advanced lesion stage, 
COX-2 inhibition appears to have less of an effect on 
modulating progression of atherosclerosis. Interestingly, 
INDO-PA virtually eliminated the progression of athero- 
sclerosis in the en face aortas, as can be seen by the 
similar lesion burdens in all tiiree treatment groups. 

Although atherosclerosis is the pathological substrate 
underlying heart attack and stroke, plaque rupture and 
thrombosis are responsible for precipitating acute cardi- 
ovascular events. Mounting evidence supports the critical 
involvement of eicosanoids in die processes of plaque 
rupture and thrombosis. Inhibition of COX-1 mediated 
production of platelet tiiromboxane by aspirin reduces the 
risk for myocardial infarction and stroke [7]. In contrast, 
rofecoxib. a highly selective COX-2 inhibitor, has 
recently been taken off the market due to evidence from 
the APPROVe trial demonstrating increased cardiovascu- 
lar events after 18 months (www.vioxx.com). The 
mechanism responsible for Uie increased cardiovascular 
events in patients on rofecoxib remains to be elucidated. 
Concerns have been raised that COX-2 inhibition may 
promote cardiovascular events by inhibiting prostacyclin 
and promoting a protiirombotic state [11]. However, the 
impact of a prothrombotic state might be expected to 
cause an increase in cardiovascular events sooner than Oie 
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18 months seen in the APPROVe trial, suggesting that 
other mechanisms may be responsible. 

Although three published studies have reported an 
increase in cardiovascular events in patients taking rofe- 
coxib, principally at doses >25 mg a day [10,35,36], 
other studies found no evidence for increased risk of 
cardiovascular events with rofecoxib [37,38] or celecoxib 
[39]. Several important questions remain to be answered. 
Is the increase in cardiovascular events seen with rofe- 
coxib a class effect that pertains to all other COX-2 
inhibitors? Does the presence of COX-1 inhibition in 
addition to COX-2 inhibition, as seen with non-selective 
COX inhibitors, eliminate this risk of increased cardio- 
vascular events due to chronic COX-2 inhibition alone? 
Recently, Pfizer has announced an increase in cardiovas- 
cular events associated with valdecoxib in patients in two 
small studies of patients undergoing coronary artery 
bypass grafting [19], and no increase in cardiovascular 
events based on clinical trial database of nearly 8000 
patients treated with valdecoxib for durations ranging 
fi-om 6 to 52 weeks (http://www.pfizer.com/are/news_- 
releases/2004pr/mn_2004_1015.html). Although our cur- 
rent studies do not address the issues of plaque rupture 
and thrombosis, our results support the ability of non- 
selective COX inhibition to reduce atherosclerosis. Thus, 
non-selective inhibition of COX has the potential to 
favorably impact atherosclerosis, plaque rupture and 
thrombosis. A better understanding of the complex roles 
of COX-1 and COX-2 in atherogenesis and plaque sta- 
bility may lead to new therapeutic approaches to the 
prevention of cardiovascular disease. 
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Simvastatin Reduces Neointimal Thickening in Low-Density 
Lipoprotein Receptor-Deficient Mice After Experimental 
Angioplasty Without Changing Plasma Lipids 

Zhiping Chen, MS; Tatsuya Fukutomi. MD; Alexandre C. Zago. MD; Raila Ehlers, MD; 
Patricia A. Detmers, PhD; Samuel D. Wright, PhD; Campbell Rogers. MD; Daniel I. Simon. MD 

Backgroun^fSmms exert antiinflammatory and antiproliferative actions independent of cholesterol lowering^ To 
Sete^^hether these actions might affect neointimal formation, we investigated Ac effect of --v-^a^m on the 
response to experimental angioplasty in LDL receptor-deficient (LDLR-'") m.ce. a model of hypercholesterolemia m 
which changes in plasma lipids are not observed in response to simvastatin. ^^^^.r^^A :„ 

Methods ««rfL«fc-Carotid artery dilation (2.5 atin) and complete endofliehal denudation were performed in ma e 
S^I^J LDLR-'- mice treated witii low-dose (2 mg/kg) or high-dose (20 mg/kg) sunvastatm or vehicle 
subcutaneously 72 hours before and then daily after injury. After 7 and 28 days, intimal and medial sizes 
a^d the inti Jto media area ratio (IM) was calculated. Total plasma cholesterol and mglycende <'vels w 
in simvastatin- and vehicle-treated mice. Intimal thickening and I:M were reduced significantly by low- ^ 
sto^tatin compared with vehicle alone. Simvastatin treatment was associated "^f^^'^^^f^^^^'lZt^. 
(Brm). leukocy^ accumulation (CD45). and plateleMerived growtii factor-mduced phosphon^lation of die survival 
factor Akt and increased apoptosis after injury. .j, «• aui,^,,o1. tii** 

CWus/on^imvastatin modulates vascular repair after injury in the absence of hpid-lowenng effects. AlA^gh ^e 
mechanisms are not yet established, additional research may lead to new unde^tandmg of the actions of statms and 
novel therapeutic interventions for preventing restenosis. {Circulation. 2002;106:20-23.) 

Key Words: restenosis ■ statins ■ inflammation ■ apoptosis 



Statin drugs inhibit the enzyme 3-hydroxy-3-methyl- 
glutaryl coenzyme A (HMG-CoA) reductase, the first 
committed step of sterol synthesis, and lower plasma choles- 
terol levels. In large clinical trials, statins have been shown to 
reduce coronary events in primary or secondary prevention 
settings.* Effects on clinical and angiographic restenosis after 
coronary intervention, however, have not been conclusively 
demonstrated Several clinical studies have failed to demon- 
strate a link between statin therapy and the risk of restenosis 
after balloon angioplasty,^ whereas more recent studies sug- 
gest that statins may reduce restenosis after stenting.^ 

Statins are known to have broad effects in addition to 
lowering plasma cholesterol. The product of HMG-CoA 
reductase, mevalonate, is an important precursor for many 
isoprenoids, thereby endowing statins with the ability to 
directly alter cellular events other than cholesterol synthesis. 
For example, the isoprenoids famesylpyrophosphate and 
geranylgeranylpyrophosphate play important roles in signal 
transduction in cellular migration, proliferation, and survival 
via their attachment to critical signaling proteins, such as Ras 
and Rho.'* 



We used a hyperlipidemic model, the LDLR"'" mouse, to 
test the antiinflammatory and antiproliferative actions of 
simvastatin on neointimal thickening after experimental ^- 
gioplasty in an atherosclerotic background. An essential 
feature of the chosen model is diat simvastatin does not affect 
plasma lipid levels in mice, allowing the study of effects of 
simvastatin distinct from cholesterol lowering. 

Methods 

Carotid Injury 

Male LDLR-'' C57BL/6J mice (Jackson Laboratories, Bar Harbor, 
Me), maintained on a high-fat (20.1%) diet containing 1.25% 
cholesterol for 12 weeks after weaning, underwent unilateral carotid 
artery dilation (2.5 atm) and complete endothelial denudation.* 
Animal care and procedures were reviewed and approved by Harvard 
Medical School Standing Committee on Animals and performed m 
accordance with the guidelines of the American Association for 
Accreditation of Laboratory Animal Care and the National Institutes 
of Health. 

Simvastatin Treatment 

Treatments were via subcutaneous injection 72 hours before and 
daily after injury. LDLR"'" mice were divided into 3 treatment 
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Quantitative Morphometry and Immunohistochemfcal Analysis of Mouse Carotid Arteries 
After Injury „ 



Simvastatin 





Vehicle 


Low 


High 


Cholesterol, mg/oL 


856 ±69 


922±167 


1130±279 


Trinh/rprlrtf* 21 d mo/dL 


216±36 


234±43 


223±44 


Intjindl areSf nni^ 








7 d 




0.006 ±0.004 


0,006+0.004 


OR ri 

jCO u 


0.047 ±0.023 


0.021 ±0.01 3 


0.019±0.015 


Medial area, mrn^ 








28 d 


rt n7A-*-n ni*» 


0.063 ±0.01 4 


0.074±0.031 


I'M OR H 


0.64 ±0.37 


0.32±0.17 


0.24 ±0.1 5 


EEL, mm^ 








7 d 




n 113+0 035 


0.103±0.014 


28 d 


0.223 ±0.032 


n iO't -4-n AAn 


0 192+0 053 


Brdli+ cells. % 








Media. 7 d 


19.2±2.8 


12.0±5.8 


11.0±4.5 


Intima, 28 d 


4.6±1.8 


1.7±0.5 


1.9±0.8 


CD45+ cells, % 








Intima, 7 d 


59.2±11.9 


44.2±5.2 


39.1 ±12.8 


Intima, 28 d 


34.4±3.6 


24.3±2.2 


20.9±S.0 


TUNa+ cells, % 








Intima, 7 d 


3.5±1.1 


6.9±3.3 


9.2±4.2 


Media, 7 d 


2,5±0.4 


4.2±0.3 


5.8±1.0 



Vehicle 
ANOVA vs Low 



0.074 
0.751 

0.320 
0.004 

0.299 
0.008 

0.778 
0.184 

0.299 
0.0184 

0.0429 
0.0120 

0.0872 
0.0002 



NS 
US 

NS 
0.011 

NS 
0.036 

NS 
MS 

NS 
0.042 

0.047 
0.026 

0.193 
0.002 



Vehicle 
vs High 

NS 



NS 

NS 
0.012 

NS- 
0.012 

NS 
NS 

NS 
0.050 

0.049 
0.025 

0.039 
0.001 



groups: PBS vehicle (control group) or 2 mg/kg (low-dose) or 20 
mg/kg (high-dose) alkaline-hydrolyzed simvastatin.* 

Lipid Analysis 

Blood was collected via retro-orbital puncture into heparin-coated 
c^illaiy tubes. Plasma cholesterol and triglyceride measurements 
were performed as reported.'' 

Tissue Harvesting and Analysis 

Carotid arteries were harvested and processed for quantitative 
morphometry 7 days (control, n=5; low-dose, n=5; high-dose, n-4) 
or 28 days (control, n=9; low-dose, n=10; high-dose, n=7) after 
vascular injury.* Standard avidin-biotin procedures for mouse leu- 
kocytes (CD45) and macrophages (Mac-3) (PharMingen. San Diego, 
Calif). BrdU (DAKO, Carpinteria, CaliO, and smooth muscle cell 
(SMC) a-actin (DAKO) were used for immunohistochemistry. 
Apoptotic cells were detected by the TUNEL method using Apo Tag 
(Intergen). Immunostained sections were quantified as the number of 
immunostained-positive cells per total number of nuclei. 

Ex Vivo Akt Signaling Assay 

Aortas were harvested from all animals, opened longitudinally, and 
incubated with 30 ng/mL platelet-derived growth factor (PDGF).BB 
(R&D Systems, Minneapolis, Minn) for 15 minutes at 37**C. Aortic 
lysates were prepared** and then subjected to Western analysis using 
antibodies to Akt and Phospho-Akt (Ser473) (Cell Signaling Tech- 
nology, Beverly, Mass). 

Data Analysis 

All data are presented as mean±SD. Statistical comparisons of the 
principal end points were performed using one-way ANOVA to 
determine a difference in mean values between the 3 groups, 
followed by / tests for the 3 pair-wise comparisons when the 
ANOVA false-positive rate was <5%. For ANOVA with a false- 



positive rate of >5%, the pair-wise comparisons were reported to be 
statistically nonsignificant (NS). For the primary study end point of 
intimal area 28 days after injury, a Bonferroni corrective for 3 
pair-wise comparisons was applied, in which the t test /><0.0167 
was used to signify a false-positive rate of 5%. 

Results 

Simvastatin Does Not Alter Plasma Lipids in 
LDLR'''" Mice 

We sought evidence that simvastatin modulates vascular 
repair independent of cholesterol lowering. To determine 
whether plasma cholesterol is unresponsive to simvastatin in 
LDLR"'" mice, as it is in normaP and apoE-deficient'' mice, 
we dosed LDLR"'" animals with 2 mg/kg simvastatin, 20 
mg/kg simvastatin, or vehicle control and measured plasma 
lipid levels. Simvastatin did not alter plasma cholesterol or 
triglyceride levels in LDLR"'" mice at either of the 2 doses 
tested (Table). 

Simvastatin Decreases Neointimal Thickening, 
Cellular Proliferation, and Leukocyte 
Accumulation After Carotid Injury 

Carotid artery dilation and complete endothelial denudation 
were performed in LDLR"'" mice treated with 2 or 20 mg/kg 
simvastatin or vehicle subcutaneously 72 hours before and 
then daily after injury until euthanasia. In mice receiving 
vehicle, intimal thickening began by 7 days after injury and 
progressed significantly between 7 days (0.010±0.004 mm^) 
and 28 days (0.047±0.023 mm^). Low- and high-dose sim- 
vastatin reduced intimal thickening at 28 days by 55% 
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(P=0.012) and 60% (P=0.011), respectively (Figure, panels 
A through F, Table). Medial area was unaffected by simva- 
statin treatment I:M at 28 days in control mice was 
0.64±0.37 and was reduced 50% by low-dose (/>=0.036) and 
62% by high-dose (P=0.012) simvastatin. Intimal and medial 
thickening were accompanied by progressive vessel enlarge- 
ment (ie, positive remodeling), as detennined by external 
elastic lamina area measurements over time, which was 
comparable in vehicle- and simvastatin-treated mice. 

We assessed cellular proliferation by quantifying incorpo- 
ration of BrdU. Substantial proliferation was observed 7 days 
after injury in control vessels (19.2% of medial cells), and 
proliferation was still evident at 28 days (4.6% of intimal 
cells) Low- and high-dose simvastatin reduced medial pro- 
liferation at 7 days by 38% and 43%, respectively, and 
intimal proliferation at 28 days by 63% (P-0.042) and 59% 
(P=0.050) (Table). . u . 

Immunohistochemistry was performed to identify the cel- 
lular components of the neointima 28 days after injury. In 
vehicle-treated animals, 48% of cells were SMCs (a-actin- 
positive) and 34% were monocytes or macrophages (CD45- 
and Mac3-positive). Altered leukocyte accumulation within 
vessels was observed in simvastatin-treated mice. Inflamma- 
tory cells (CD45-positivc) invading the intima were reduced 



Photomicrographs of mouse carotid arteries 
atter injury (A through H). VerHoeff elasttn stain 
28 days after injury: vehicle (A); low-dose simva- 
statin (B); high-dose simvastatin (original magni- 
fication X38) (C); vehicle (D); low-dose simvasta- 
tin (E); and high-dose simvastatin (x150) (F). 
Neointima separates the Internal elastic lamina 
(amjws) from the lumen. Appptotic (rUNEL- 
posiUve) cells 7 days after injuir- vehicle (G); 
high-dose simvastatin (xl50) (H). Simvastatin 
and Akt signaling (I). Aortae were harvested from 
mice treated with simvastatin or vehicle and 
incubated with PDGF-BB. Aortic lysates were 
Immunoblolted sequentially using antibodies to 
Akt and Phospho-Akt (Ser473). 



by 25% to 34% (P<0.05) at 7 days and 29% to 39% 
(P<0.03) at 28 days in simvastatin-treated compared with 
conu-ol mice. 

Simvastatin Increases Apoptosis 
Because statins prevent isoprenylation of Rho proteins and 
dieir translocation to the membrane fraction, and because 
there is increasing evidence that Rho activates signals that 
regulate apoptosis,*^ we investigated the effects of simvasta- 
tin on apoptosis after injury. Low- and high-dose simvastatin 
significantly increased the number of apoptotic (TUNEL- 
positive) cells in the intima (by 197% and 263%, respec- 
tively) and media (168% and 232%, respectively) at 7 days 
compared with control (Table. Figure, panels G and H). 

To identify a biochemical correlate of simvastatin action 
promoting apoptosis, we examined signaling of the survival 
factor, Akt, in arteries from mice treated with simvastatin. 
Injured carotid arteries are completely devoid of endothelium 
and lined with a platelet monolayer.^ Therefore, we examined 
PDGF-induced phosphorylation and activation of Akt by 
Western blot analysis of aortic samples from mice U-eated 
with low- and high-dose simvastatin or vehicle for 7 days. 
PDGF-induced phosphorylation of Akt was impaired in the 
aortae of simvastatin-treated mice (Figure, panel I). 



Chen et al 



Simvastatin and Angioplasty in LDLR Mice 



Discussion 

Our study provides definitive in vivo evidence that simvasta- 
tin inhibits neointimal thickening in a cholesterol- 
independent manner accompanied by reduced vascular in- 
flammaUon and proliferation and increased apoptosis. These 
results establish a role for statins in inhibiting neointima! 
formation after experimental angioplasty in a setting in which 
simvastatin did not alter plasma lipids. 

Restenosis is a complex cascade of wound-healing re- 
sponses to vascular injury, characterized by thrombosis, 
inflammation, cellular proliferation/migration, and extracel- 
lular matrix deposition. Increasing evidence suggests that 
antiinflammatory^ and antiproliferative" effects of statins 
play important roles in attenuating atherosclerosis,'-^ trans- 
plant vasculopathy,»2 and restenosis.^ Statins inliibit the 
synthesis of isoprenoid intermediates that are important lipid 
attachments for signaling proteins, including Ras and the Rho 
family of small GTP-binding proteins (eg, Rho, Rac, and 
Cdc42)/ Rho is implicated in various biological functions 
relevant to vascular injury, including cellular migration, 
proliferation, and survival. »0'»^ Statins attenuate vascular 
SMC proUferation in vitro by decreasing Rho geranylgerany- 
lation and membrane localization and inhibiting Cdk 

activity." . 

We provide biochemical evidence that PDGF-mduced 
phosphorylation of Akt is inhibited in aortic tissue from 
simvastatin-treated mice. Akt functions as an antiapoptotic 
protein, protecting against cell death induced by growth 
factor withdrawal or ischemia-reperiusion injury.'^ The ef- 
fects of statins on Akt signaling seem to be tissue-specific. 
Statins rapidly activate Akt signaling in endothelial cells, 
enhance phosphorylation of endothelial NO synthase, and 
inhibit apoptosis.'* In contrast, statins impair Akt activation 
in SMCs,'« leading to diminished SMC proliferation and 
induction of apoptosis via effects on phosphatidylinositol-3 
kinase or Rho." These divergent actions of statins on Akt 
activation in endothelial cells and SMCs may act in syn- 
chrony to diminish neointimal thickening after denuding 

injury. . 

Prior clinical trials of statins after balloon angioplasty have 
failed to show a reduction in restenosis,^ likely because of the 
predominant role of vascular remodeling rather than neointi- 
mal thickening in this setting.*^ However, recent studies of 
statin use after stenting, with minimal remodeling and pro- 
found neointimal thickening,'^ have suggested benefit' 

Our results support the hypothesis that simvastatin has 
antiinflammatory, antiproliferative, and proapoptotic actions 
relevant to preventing restenosis. Although mechanisms are 
not yet established, additional research may lead to new 



understanding of the actions of statins, additional impetus for 
broad statin use after vascular intervention mdependent of 
Upid profile, and novel therapies for preventing restenosis. 
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Atherosclerosis and Lipoproteins 



Troglitazone Inhibits Formation of Early Atherosclerotic 
Lesions in Diabetic and Nondiabetic Low Density 
Lipoprotein Receptor-Deficient Mice 

Alan R. Collins, Woemer P. Meehan, Ulrich Kintscher, Simon Jackson, Shu Wakino, Grace Noh, 

Wulf Palinski, Willa A. Hsueh, Ronald E. Law 

^^./rac^-Peroxisome proliferator-activated receptor-y (PPARy) is a l^g^^f ^^^^^^^^ 

the major cell types found in atherosclerotic lesions: monocytes/macrophages, endothelial cells and ^J^^oti^^^^^ 
cdls In vitro PPARy ligands inhibit cell proliferation and migration, 2 processes cntical for vascular lesion formation. 
nLLt^^^^^ antiatherogenic activities, PPAR7 has been shown in vitro to up^^^^^ """"ul^^^^^^^ 

TJZoT which could promote foam cell formation. Thus, it is unclear what impact ??ARy activation will have on the 
dTvdiln^^^^ of atherosclerosis. This issue is important because ^^^^7^' ^^^^^^ 

for IvAKy. have LS^Hy been approved for the treatment of type 2 diabetes, a state of accelerated 
report herein that the PPARy ligand, troglitazone, inhibited lesion formation m male low '^opr^^^^^^^ 
JeS^^^^ mice fed either a high-fat diet, which also induces type 2 diabetes, or a high-fructose diet. 

Srion^^^^^^^ the accumulation of macrophages m intimal xanthomas, consbtent with our m vitro observaU^^^ 
Zt U^tuono and another daiazolidinedione, rosiglitazone, inhibited n^<>^<>^y!^,<^*:!"^^^«^^^^^^^^ 
SlSdothelial migration of monocytes. Although troglitazone had some beneficial effects on ^^^^^/^^ 
particular a reduction of insulin levels in the diabetic model), none of the systemic cardiovascular nsk factors was 
SZiy improved In either model. These observations suggest that the inhibition of early atherosclerotic lesion 
SZSrSitazone may result, at least in part, from direct effects of PPARy activation m the artery walL 
(Arterioscler Thromb Vase Biol 2001;21:365-37L) 

Key Words:: atherosclerosis ■ diabetes mellitus ■ pharmacology 



Peroxisome proliferator-activated receptor-y (PPARy), a 
nuclear receptor, is expressed in all major cell types 
participating in vascular injury: endotiielial cells (ECs), 
macrophages, and vascular smooth muscle cells (VSMCs),'-* 
Activation of tiiis receptor in vitro inhibits inflammatory 
processes, including cytokine production and expression of 
NO synthase.2 iq early clinical investigations, ligands of 
PPARy, such as thiazolidinediones (TZDs), have also been 
reported to improve endothelium-dependent vasodilation, 
suggesting that PPARy activation enhances NO production 
and protects against vascular injury.^^^ Activation of PPARy 
also inhibits 2 other processes critical for vascular lesion 
formation, cell prohferation, and migration. In vivo, 2 
TZDs, troglitazone (TRO) and pioglitazone, significantly 
reduced arterial neointimal hyperplasia after endothelial in- 
jury in rats."-'^ In such balloon-catiieterized arteries, neoin- 
tima formation essentially reflects increased migration and 
proliferation of VSMCs, a major contributor to the growth of 
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atherosclerotic lesions. TRO also inhibited neointima forma- 
tion in stents placed in the coronary arteries of patients with 
type 2 diabetes.*'* 

We and others have recently demonstrated that PPARy 
activation by TZDs and 15-deoxy-A»^'''»-prostaglandin h 
inhibits EC expression of vascular cell adhesion moleculcrl, 
which mediates monocyte adherence to the endotiielial sur- 
faced** Because inflammation, dysregulated growth, and 
migration of monocytes and VSMCs play an important role in 
the development of atherosclerosis, we hypothesized that. 
PPARy activation in cells of the vasculature would inhibit the 
atherosclerotic process. On tiie other hand, TZDs also stim- 
ulate conversion of macrophages into , foam cells; therefore, 
ligand-dependent activation of PPARy has been postulated to 
promote atherosclerosis.'* 
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The impact of TZDs on atherosclerosis is a critical issue. 
TZDs improve insulin-mediated glucose uptake and are used 
extensively in the treatment of insulin resistance and ^e 2 
diabetes mellitus.'^ Coronary artery disease mortality is 
increased 2- to 4-fold in type 2 diabetes. '» Atherosclerosis is 
the major cause of demise in people with diabetes; therefore, 
it is important to determine the action of any antidiabetic drug 
on the atherosclerotic process. 

To detCTmine whether PPARy activation has proathero- 
genic or antiatherogenic effects, we administered TRO to 
male LDL receptor- deficient (LDLR''") mice fed either a 
high-fat or a high-fructose atherogenic diet. Both models 
develop substantial hypercholesterolemia and macrophage- 
laden lesions, designated intimal xanthomata, which do not 
normally progress to mature atherosclerotic plaques.** In 
addition, die high-fat diet induces hyperglycemia and hyper- 
insulinemia in the LDLR"'" mouse, making it also a model of 
type 2 diabetes.^o-^? i„ contrast, fructose does not increase 
glucose or insulin in this modeF* and, therefore, was useful 
because the effects of TZDs on atherosclerosis could be 
studied in the absence of improvements in insulin action. 

Methods 

Transendothelial Monocyte Migration 

THP-l cells (5X10*). a human monocytic leukemia cell line, were 
added to a human aortic EC monolayer covering a gelatin-coated 
8-Mm porous membrane and incubated for 30 minutes at 37**C to 
facilitate their attachment Cells were then pretreated with the 
indicated ligands or vehicle (dimethyl sulfoxide) for 30 minutes at 
3T*C. Migration was induced by the addition of monocyte chemoat- 
tractant piotein-l (MCP-l, 50 ng/mL) to the lower compartment 
After 90 minutes, nonmigrating THP-l cells and human aortic ECs 
were removed with a cotton tip, and the membranes were fixed and 
stained with the Quik-Diff Stain Set (DADE, Miami, Fla) to identify 
migrated cells. The number of migrated cells was detemiined per 
X320 high-power field. Experiments were performed in duplicate 
and were repeated at least 3 times. 

Western Blots 

Western mmiunoblots were performed as previously described.'*' 
Membranes were incubated with rabbit polyclonal antibodies 
(1:1000 dilution. New England Biolabs) that recognize either (I) 
total extracellular signal-regulated kinase (ERK) or (2) ERK phos- 
phorylated on threonine 202 and tyrosine 204. 

. Animals and Diets 

Male LDLR-'- mice were obtained (C57BL/6J-Ldlr*-"**, stock No, 
002207, Jackson Laboratory, Bar Harbor, Me) and were group- 
housed under a 12-hour light and 12-hour dark regimen. All animal 
protocols were approved by the UCLA Animal Research Committee 
and. complied with all federal, state, and institutional regulations. At 
3 months of age, the mice were randomly assigned to 1 of 5 dietary 
regimens: (I) chow (Harlan Teklad 8604), (2) high-fat comi^lex 
carbohydrate (Research Diets), (3) high-fat complex carbohydrate 
with 4 g TRO/kg of food, (4) high fructose (Research Diets), or (5) 
high fructose with 4 g TRO/kg of food. The high-fat diet consisted 
of 21% fat, 20% protein, 50% carbohydrate, and 0.15% cholesterol. 
Our high-fet diet differed from those commonly used to smdy 
atherogenesis in LDLR"" mice in that the majority of the nonfat 
energy came from complex carbohydrate sources instead of sucrose. 
The high-fhictosc diet contained 4% fat, 16% protein, 71% fructose, 
and 0.15% cholesterol. Sources of fat in the diets were com oil (1% 
in all diets) and anhydrous milk fat (3% in the fructose diets and 20% 
in the high fet diets). Mice and feed were weighed weekly, and the 
rate of consumption of drug was computed. The mice were fed for a 
period of 12 weeks. 



Metabolic Measurements 

Blood samples from the retro-orbital sinus were obtained from Ae 
mice before the beginning of treatment and every month thereafter 
and from the abdominal vena cava at euthanasia. Mice were fasted 
overnight before the collection of the blood samples. Plasma glucose 
was measured by glucose oxidase reaction (Beckman Glucose 
Analyzer 2, Beckman Instruments). Plasma lipids were rneasured by 
the UCLA Lipid Analysis Laboratory. Plasma insulin was deter- 
mined by ELISA. Blood pressures were obtained by using an mdirect 
tail-cuff method with a controlled temperature chamber (IITC, Inc) 
by a technician blinded to the treatment groups. 

Vessel Preparation and Image Analysis 

Mice were euthanized and perfused with 7.5% sucrose in 4% 
paraformaldehyde. Aortas were dissected out, split longitudinally, 
pinned flat in a dissection pan, and stained with Sudan IV to detect 
lipids and determine lesion area. Images were capmred by use of a 
Sony 3-CCD video camera and analyzed by a single technician who 
was blinded to the study protocol and used ImagePro image analysis 
software. The extent of lesion fomiation is expressed as the percent- 
age of the total aortic surface area covered by lesions. 

Cross Sections: Determination of Intimal 
Macrophage Content 

The largest lesions from the aortic arch were excised and embedded 
in paraffm. The avidin-biotin-peroxidase complex technique for 
immunostaining was used. Macrophages were stained by usmg 
monoclonal antibody to CD68 (titer 1 :100, KPl clone, M0814, Dako 
Corp). Nonimmune serum was used as a control. Primary antibody 
incubations were performed in 1% BSA/2% goat serum containing 
PBS for 60 minutes. Biotinylated raW>it anti-mouse (Dako) was 
applied; incubation with a streptavidin-peroxidase complex fol- 
lowed. Peroxidase activity was detected with the use of diaminoben- 
zidinc tetrahydrochloride as a chromogwi. Slides were then counter- 
stained virith hematoxylin. Images of the stained sections were 
analyzed by using the software described above. After tracmg the 
intimal area to be measured vnUti a cursor, 5 pixels of color, which 
defined the anti-CD68 stain, were sampled by the operator. The area 
encompassed by the pixels, which was not contiguous, in the color 
range for anti-CD68 was then computed automatically by the 
software. This approach has been successfully used by Shi et aP^ to 
quantify lesional macrophages in a mouse model of transplant 
arteriosclerosis. 

Statistical Analysis 

Statistical analysis was performed by using 2-factorial ANOVA with 
Student-Newman-Keuls to detennine the differences between indi- 
vidual group means. 

Results 

TRO Inhibits Monocyte Migration 
VSMC migration and proliferation play an important athero- 
genic role in the progression of fatty streaks toward niore 
advanced atherosclerotic lesions, such as transitional lesions 
and classical atheromas. We have previously shown that 
PPAR7 ligands inhibit ERK mitogen-activated protein kinase 
(MAPK)-dependent migration of VSMCs. However, in 
the earliest stages of atherosclerotic lesions, recruitment of 
adherent monocytes through their migration into the suben- 
dothelium and tlieir phenotypic transformation to macro- 
phages and foam cells play a far greater role than VSMCs in 
humans and in murine models.^^ 

To investigate whether TRO-mediated PPARy activation 
affects monocyte recruitment and to further explore its 
mechanism, we carried out a series of in vitro experiments 
before our in vivo studies. MCP-l is an important in vivo 
migration factor promoting the subendothelial accumulation 
of monocytes. TRO inhibited MCP-l -directed transmigra- 
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Figure 1. PPAR7 ligands inhibit MCP-1- directed transendotheli- 
al migration of monocytes. Migration of THP-1 monocytes 
through ECs was detemnined by using a modified Boyden 
chamber assay as described in Methods. The number of migrat- 
ing cells was quantified by microscopy with the use of high- 
power fields. Results represent 3 independent experiments per- 
formed in dupficate. *P<0.05 vs MCP-1 alone. 

tion of THP-1 monocytes by 32.7±6.5% at 2.5 fimoUL and 
by 61.4±6.7% at 10 /xmol/L (Figure 1). TRO contains a 
vitamin E moiety that may confer an antioxidant activity tiiat 
can inhibit monocyte recruitment and endothelial expression 
of adhesion molecules. However, rosiglitazone (RSG), an- 
other PPAR7 Ugand that lacks antioxidant activity, also 
inhibited monocyte transmigration, albeit with a lesser po- 
tency than TRO (Figure 1). Inhibition of monocyte transnii- 
gration by TRO, therefore, is likely to be mediated at least in 
part through PFARy. 

MCP-I rapidly induced ERK activation, reaching a peak at 
5 minutes, which was blocked by PD98059, an inhibitor of 
MAPK ERK kinase (MEK, an upstream kinase), which 
phosphorylates and activates ERK (Figure 2). PD98059 
attenuated MCP-1- directed transmigration by 84.8±4.8%. In 
combinatiott, these data suggest that activation of PPAR7 in 
monocytes may inhibit their migration by interfering with 
ERK-MAPK signaling, although the precise mechanism re- 
mains to be determined. 
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Figure 2. MCP-1 activates the ERK-MAPK pathway in THP-1 
human monocytes. A, Quiescent (Q) THP-1 cells were stimu- 
lated with MCP-1 (50 ng/mL) for 5 minutes. Whole-cell protein 
extracts were immunoblotted with a phosphospecific ERK1 
(pERK1)/ERK2 (pERK2) MAPK antibody. A representative blot of 
3 different experiments Is shown. B, Conditions were the same 
as in panel A except that cells were treated with MEK inhibitor 
PD98059 (1 to 30 fimoUL) or vehicle (dimethyl sulfoxide. -) 
before and during stimulation with MCP-1 (60 ng/mU* A repre- 
sentative blot of 3 different experiments is shown. 



TRO Inhibits Intimal Macrophage Acciimulation 
and Lesion Formation in Male LDLR ' Mice 
LDLR"'" mice that were fed a regular chow diet develop few 
lesions across the surface of the aorta. Male 3-month-old 
LDLR"'' mice were placed on either a high-fat or high- 
fructose diet to induce atherosclerosis. LDLR''" males were 
used in the present study because they develop hyperglyce- 
mia and become diabetic on a high-fat diet but remain 
normoglycemic when fed a high-fructose diet. Moreover, 
males develop twice the level of surface lesions as do 
females,^'* and their use obviates the potentially confounding 
influence of the vascular protection in females afforded by 
estrogen. Comparison of the impact of TRO on atherogenesis 
in these 2 dietary models was undertaken to distinguish any 
activity of PPAR7 to normalize metabolic abnormalities 
accompanying diabetes that contribute to high-fat-induced 
xanthomata formation from any direct effects on the vascu- 
lature. To assess die impact of TRO on aortic lesions, 1 
high-fat diet group and 1 high-fructose diet group received 
TRO at 400 mg/kg body wt per day from drugs pelleted into 
the atherogenic diets. This .dose of TRO was chosen because 
we previously demonstrated its efficacy in inhibiting intimal 
hyperplasia in rats after balloon injury." 

The en face method, which makes use of computer-assisted 
analysis of color images of Sudan IV-stained lipid-containing 
material in the entire aorta, was used to determine .the 
percentage of surface area affected by lesions.^^ Male 
LDLR"'' mice on normal chow for 3 months had <020% 
lesions (Figure 3 A). The high-fat diet increased the amount of 
surface lesions after 3 months to 3.90±0J6% {n=8, Figure 
3B). TRO inhibited the high-fat-induced lesions by 30% 
(2J6±0.36% of the aortic surfece, n=8, P<0.02; Figure 
3C). Similar to Merat et al,^* we noted that the high-fructose 
diet was more atherogenic than the high-fat diet, causing 
8 42±0.94% lesions (n=17. Figure 3D). TRO reduced le- 
sions in fructose-fed LDLR"'" males by 42% (4.90±0.65%, 
n=14, F<0,01; Figure 3E). Quantitative results are sununa- 
rized in Figure 4. 

TRO-treated male LDLR"'" mice fed either the high-fat or 
high-fructose diet for 3 months developed lesions that con- 
tained substantially fewer CD68-staining macrophages (Fig- 
ure 5A through 5D). Lesions induced by a high-fat diet 
contained 39.1 ±6.8% macrophages (percent of cross- 
sectional inHmal area) compared with 13.3±4.9% (F<0.01) 
in mice administered TRO (Figure 5E). Similar results were 
obtained for males fed the high-fructose diet, where TRO 
decreased macrophage accumulation from 40.4±3.5% to 
17.1 ± 1 .7% (P<0.01 . Figure 5E). The lesions in the TRO-fed 
animals tended to be smaller in volume than those in males 
not fed TRO. The relative macrophage content in the larger 
lesions (not treated with TRO) exceeded the content in the 
smaller lesions (treated with TRO) by 140% to 200%. The 
reduction in macrophage accumulation in the lesions of 
TRO-treated animals is unlikely to be the result of their being 
an earlier lesion stage, because the relative macrophage 
content is known to be greatest in the smaller (ie, early-stage) 
lesions. 

Effect of TRO on Metabolic Parameters 

All metabolic measurements determined on blood samples 

drawn before treatment were similar in all groups (Tables 1 
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Figure 3. TRO attenuates atherosclerosis in male LDI-R-'" mfce. 
The aorta Is stained by Sudan IV ^ d^**^ ' P^^,P:f„^H 
lesions. A. Chow diet B. High-fat diet. C, High-fat dietand 
TRO. D, High-fructose diet E, High-fructose diet and TRO. 

and 2) In accordance with previous studies on male LDLR"'" 
mice, we found that a high-fat diet induced diabetes^-^' 
(Table 1). Ghicose levels progressively increased throughout 




Figure 4. Quantification of the antiatherogenic activity of TRO In 
male LDLR"'" mice, i^ean atherosclerotic surface lesion areas 
were detemilned In mice fed a nomjal chow, high-fat, or high- 
fructose diet in the absence or presence of TRO for 3 /"o^'^f 
Image analysis and quantification of the percentage of the total 
aortic area staining for Sudan IV were perfomied by using 
computer-assisted image analysis. TRO produced a significant 
decrease in mice fed a high-fat (30% decrease. •P<0.05) and 
high-fmctose (42% decrease, "P<0.05) diet. 




Figure 5. TRO inhibits accumulation of lesion^ maaophages. 
S^tlons from the aortic arch were immunostalned by "slng 
anHbodv aqainst CD68 to detect macrophages. Quantification of 
SpSenfagTof the intlmal area staining rP<0.06) for CD68 
was perfomied by <^PUter-a5sisted Image analys^te. A. I^ngl^^ 
tat diet (n=6). B, High-fat diet and TRO (n=6). C, High-fniCtose 
Set (n=5. a High-fructose diet and TRO (n=6). E. Quantifica- 
tion of the macrophage content 

the study, reaching a maximum of 285 mg/dL at 3 months 
compared with 148 mg/dL for mice on normal chow. The 
fat-fed males were also hyperinsulinemic (1 198±149 versus 
664±113 pg/mL on normal chow), consistent with the 
development of early-stage type II diabetes. Although TRO 
did not decrease hyperglycemia in high-fat-fed male mice, 
TRO administration completely nomalized their plasma 
insulin levels. In marked contrast, mice on a high-fiuctose 
diet had normal fasting plasma glucose and insulin levels, 
which were not altered by TRO. 

LDLR"'" males developed severe hypercholesterolemia on 
either the high-fat or high-fmctose diet, achieving levels 3- to 
4-fold greater than those in animals maintained on regular 
chow (Table 2). TRO lowered total plasma cholesterol by 
27% in males on the high-fructose diet but had no effect on 
the high-fat-fed mice. Triglycerides were elevated in the 
high-fat-fed males but not in the high-fhictose group; TRO 
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TABLE 1. Plasma Glucose and Insulin Levels and Final Body Weights 



Chow Diet 



Glucose, mg/dL 
Start 

1 mo 

2 mo 

3 mo 
Insulin, pg/mL 

3 mo 
Body weight, g 



1587±14.63 
148.9±6.60 
144.8±10.96 
148.5±14.87 

664.7±113.62 
27.3±0.56 



Minh-Fat Diet 


High-Fat 
Diet^O 


HIgh-Fnictose 
Diet 


High-Fmctose 
DIetn'RO 


173.2^:12.12 


169.4+7.98 


137.8i:11.53 


148.5+27.67 


190.5±10^2 


155.1 ±9.13* 


121.2±6.44 


114.8±4.55 


201.1 ±9.09 


189.6i27.37 


128.6±13.d9 


121.89+17.32 


284.8±25.00 


26d.9±13.90 


152.3+15.80 


181.9+23.47 


1198.7±149.81 


691.2±109.14t 


304.4i47.49 


278.7+37.9 


42.5±0.66 


37.0±0.89t 


25.9±0.37 


24.2+034 



Values are mean+SEM. 

*P<O05 vs high-fat; ^P<om vs high-fat diet 

did not alter triglycerides in either model. HDL cholesterol 
(HDLC) decreased with both of the diets, compared with 
normal chow, as frequenUy reported.' TRO further lowered 
the HDLC in the hi^-fat-fed males but increased it in the 
high-fiuctose-fed group. Plasma free fatty acid levels in- 
creased in males on the high-fat diet but not in those on the 
high-fructose diet; TRO decreased free fatty acid levels in 
both models. 

Discussion 

The most significant finding of the present study is that 
TRO inhibited lesion formation in a type 2 diabetic mouse 
model and a nondiabetic LDLR"'" mouse model of intimal 
xanthomata. Mice fed the high-fat diet developed exten- 
sive hypercholesterolemia that was not affected by TRO. 
These mice also gained substantial weight and showed an 

TABLE 2. Plasma Lipid Levels 



increase in circulating free fatty acid levels, which prob- 
ably contributed to dieir insulin resistance, hyperinsulin- 
emia, and fasHng hyperglycemia." The increase in triglyc- 
erides and decrease in HDLC are consistent with insuhn 
resistance. TRO decreased circulating insulin but did not 
affect glucose in this model. The same has been reported in 
humans with type 2 diabetes, of whom 20% treated with 
TRO showed no improvement in glucose control, but all 
demonstrated improved insulin sensitivity.^*^ In contrast to 
the response in humans, TRO did not alter triglycendes 
and frirther decreased HDLC. Mice fed the high-fructose 
diet also developed severe hypercholesterolemia but did 
not gain weight or develop hyperinsulinemia or elevations 
in free fatty acids or triglycerides. In this model, TRO 
decreased the free fatty acids, increased HDLC, and 
decreased total cholesterol. 



Chow Diet 



High-Fat 
Diet 



High-Fat 
Diet/TRO 



High-Ffuclose 
Diet 



High-Fmctose 
DietATRO 



Start 


292.2+14.63 


277.7+ 5.77 


278.8+9.24 


321.8+20.87 


1 mo 


316.0±11.51 


583.3+72.18 


541.9+62.22 


489.1+24.58 


2 mo 


315.8±10.26 


1307.0±110.11 


1173.0+122.11 


1052.3+33.78 


3 mo/final 


317.9±17.79 


1341.9±52.14 


1313.63+28.83 


1167.7±46.17 


HDLC, mg/dL 
Start 


110.6±4.51 


111.2+1.87 


109.9±3.07 


121.2+2.59 


1 mo 


111.2±3.19 


108.2+1.93 


108.9+2.65 


104.2±3.08 


2 mo 


11 2.1 ±4.06 


94.4+3.52 


98.2+12.66 


100.4±3.56 


3 mo 


112.4+5.00 


104.8+7.84 


81.8+6.86* 


90.1+4.48 


Free fatty acids, mg/dL 
Start 


67.1+2.82 


63.5+1.82 


58.2+2.67 


91.0+6.96 


1 mo 


69.4+2.97 


70.4+2.11 


66.6+2.67 


66.9+4.90 


2 mo 


. 65.7+2.87 


88.6+7.32 


74.2+4.19 


68.7+3.67 


3 mo 


61.7+3.68 


72.5+2.42 


57.1+2.07* 


61.7+1.52 


Triglycerides, mg/dL 
Start 


122.0+4.43 


109.1 + 5.32 


101.1 ±5.72 


84.8+5.09 


1 mo 


126.0+11.1 


124.3+7.00 


113.6+7.48 


85.8+4.98 


2 mo 


86.9±4.98 


156.6+30.55 


191.8±64.47 


81.2±5.98 


3 mo 


71.6+6.92 


141.8+7.84 


159.1+19.79 


75.3±6.89 


Values are mean+SEM 

•/><0.01 vs high-fat diet ^P<O.OS vs high-fructose diet, and %P<Qm vs high-fructose d 



328.0+18.32 
360.8±21.37t 
816.7+25.02* 
862.1 +23.70t 

113.5±8.39 
106,6+4.58 
105.3 ±4.76 
108.4±5.10t 

82.5 ±4.38 
71 .2 ±3.75 
65.8 + 3.57 
53.1+2.81t 

111.83+16.00 
94.0+6.47 
79.8±6.47 
69.0+4.85 
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Despite the difference in metabolic responses between the 
diabetic and nondiabetic animals, both hypercholesterolemic 
models responded to TRO with decreased lesion formation. 
These results suggest that TRO has direct vascular effects, 
separate from its metabolic effects, that decrease the athero- 
sclerotic process. Alternatively, the antiatherogenic effects of 
TRO in the 2 different models might involve the collection of 
distinct metabolic processes. For example, hemodynamic 
effects of TRO related to its reported activity to lower blood 
pressure in animal models and in humans could also impact 
pathophysiological processes in high-fat- and high-fructose- 
fed LDLR''" mice."-^<> All major cell types contributing to 
this vascular lesion formation express PPARy, which pro- 
vides a mechanism for the direct effect of thiazolidinedione 
ligands in the vessel wall.^.s.*^ Data from in vitro experiments 
had suggested mechanisms by which activation of PPAR7 
could either accelerate or attenuate ttie atherosclerotic pro- 
cess.^-<*'' '° ** The present study provides conclusive evidence 
that ligand-induced PPAR7 activation by TRO reduces inti- 
mal xanthomata in murine models. 

TRO had several systemic effects that may have contrib- 
uted to its attenuation of intimal xandiomata. In the diabetic 
high-fat-fed mouse, TRO lowered insulin and glucose levels 
and decreased HDLC (which is thought to promote athero- 
genesis), hi the fructose-fed model, TRO decreased total 
cholesterol and increased HDLC. Our finding that TRO was 
more potent in suppressing lesion formation in the fructose- 
fed model compared with the high-fat-fed mice could be due 
to the observed 27% reduction in total cholesterol. A conmion 
effect of TRO in the high-fat-fed and high-fiiictose-fed 
LDLR"'" models is its suppression of circulating free fatty 
acid levels. However, increased circulating free fatty acids 
have not been shown to be an independent risk factor for 
atherosclerosis. 

Inflammation in the vascular wall has clearly emerged as a 
major culprit in the development of atherosclerosis.^' Dam- 
age to the endothelium and the subsequent recruitinent and 
transendothelial migration of monocytes constitute critical 
early cellular responses during atherogenesis.'» Transmigra- 
tion of monocytes into the subendothelial space is strongly 
stimulated by the chemoldne MCP-1, which is expressed and 
secreted by ECs and VSMCs. The essential role of MCP-1 in 
atherogenesis is underscored by a recent study demonstrating 
that crossing MCP-l-deficient mice into LDLR"'" mice 
attenuated lesion formation by >80%.^2 Our group and others 
have shown that TRO and other PPAR7 ligands inhibit 
growth factor-directed ERK-MAPK- dependent VSMC mi- 
gration.^'»0'^' Cell migration requires de novo gene transcnp- 
tion that is consistent with PPAR7 acting in the nucleus to 
inhibit this process.*** In particular, activation of PPARy can 
inhibit ERK-MAPK signaling to the nucleus.'**" Because 
MCP-l-directed migration of monocytes is ERK-MAPK 
dependent, interference with this pathway by TRO could 
contribute to the observed reduction in intimal xanthomata 
and lesional macrophages in treated LDLR"'" mice. 

TRO and another PPAR? ligand, RSG, which does not 
contain an a-tocopherol moiety, inhibited MCP-l-directed 
migration of human monocytes in vitro. TRO also consis- 
tently decreased intimal macrophage accumulation in the 
diabetic and nondiabetic mice. These findings support the 
concept that inhibition of monocyte attachment and migration 



in die vessel by TRO may be one of the mechanisms 
contributing to the reduction of atherogenesis. Although it 
cannot be mled out that the reduction of intimal monocytes in 
part reflected the reduced lesion size induced by TRO 
treatment, this is unlikely to be the sole explanation, because 
the relative intimal monocyte/macrophage content is known 
to be greatest in the eariy stages (smaller lesions) of athero- 
sclerosis. In any case, the antiatherosclerotic activity of 
TRO-induced PPAR7 activation clearly prevailed over its 
hypothesized promotion of foam cell formation via increased 
expression of the scavenger receptor CD36.'* 

Unlike other PPAR7 ligands, TRO has an a-tocopherol 
(vitamin E) moiety that theoretically could contribute to its 
antiatherogenic activity through antioxidant effects.^^ Vita- 
min E has been shown to suppress adierosclerosis in the apoE 
knockout model, which develops advanced atherosclerotic 
lesions."'^* Whether the dose of vitamin E provided by TRO 
in the present study is enough to impact lesion formation is 
doubtfiil. At 400 mg/kg TRO per day, LDLR"" mice re- 
ceived the equivalent of 8 lU of vitamin E, a dose much lower 
than that reported to affect atherosclerosis or to significantly 
protect LDL against oxidation.^^^s Another line of evidence 
for the assumption that the effect of TRO on lesion formanon 
was not, to a significant degree, dependent on antioxidant 
effects is provided by a parallel study demonstrating, that 2 
other PPARy ligands, RSG and GW7845,which do not 
contam the a-tocopherol moiety, inhibited atherogenesis in 
the aortic root of male LDLR*'" mice fed a high-fat, choles- 
terol-enriched diet^s^ In addition, the recent Heart Outcomes 
Prevention Evaluation (HOPE) clinical trial in humans did 
not show an effect of vitamin E on coronary artery disease 
events or mortality.^ 

In summary, given the absence of consistent major meta- 
bolic changes present m diabetic and nondiabetic mice, it is 
likely that TRO at least in part decreases early atherosclerotic 
lesion formation tfirough direct vascular effects. In human 
subjects with diabetes, who have a high risk for coronary 
disease, TRO improves insulin resistance and other 
proatherogenic metabolic parameters, which may improve 
cardiovascular risk. It is possible that some of the vascular 
effects observed in our murine models may also be present in 
humans. Although Li et aP^ and our data demonstrate that 
PPARy ligands suppress early atherosclerotic lesions, intimal 
xanthomata do not inexorably progress to more advanced 
atherosclerotic plaques; in fact, they often regress,*' There- 
fore, determining the effects of PPARy ligands on more 
advanced atherosclerotic lesions may prove to be a stronger 
predictor of their potential clinical benefit Nonetheless, the 
present results indicate that an investigation of potential 
antiatherogenic effects of PPARy ligands is strongly 
warranted. 
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Vitamin E Reduces Progression of Atherosclerosis in 
Low-Density Lipoprotein Receptor-Deficient Mice With 
Established Vascular Lesions 

Tillmann Cyrus, MD; Yuemang Yao, BSc; Joshua Rokach, PhD; 
Lina X. Tang, MD; Domenico Pratico, MD 

Background— A growing body of evidence from animal studies supports the hypothesis that oxidative stress-mediated 
mechanisms play a central role in early atherogenesis. In contrast, clinical trials with antioxidant vitamms have not 
produced consistent results in humans with established atherosclerosis. 

Methods and Results— Loyi-donsity lipoprotein receptor-deficient mice (LDLR KO) were fed a high-fat diet for 3 months 
to induce atheroma. At this time, 1 group of mice was euthanized for examination of atherosclerosis, and 2 other groups 
were randomized to receive high-fat diet either alone or supplemented with vitamin E for 3 additional months. At the 
end of the study, LDLR KO on a vitamin E-supplemented fat diet had decreased 8,12-/50-isoprostane (iP)F2„-VI and 
monocyte chemoattractant protein-1 levels, but increased nitric oxide levels compared with mice on placebo. No 
difference in lipid levels was observed between the 2 groups. Compared with baseline, placebo group had progression 
of atherosclerosis. In contrast, vitamin E-treated animals showed a significant reduction in progression of 

atherosclerosis. ui- u ^ 

Conclusions— Th^se results demonstrate that in LDLR KO, vitamin E supplementation reduces progression of estabhshed 
atherosclerosis by suppressing oxidative and inflammatory reactions and increasing nitric oxide levels. {Circulation. 
2603;107:521-523,) 

Key Words: atherosclerosis ■ antioxidants ■ lipids ■ inflanunation ■ nitric oxide 



Atherogenesis is a chronic disease influenced by multiple 
genetic and environmental factors that involves a com- 
plex interplay between blood components and the artery wall 
and is characterized by oxidative and inflammatory reac- 
tions.* Consistent data indicate that oxidative processes are of 
functional importance in animal models of atherogenesis.^ 
Epidemiological studies support these findings, indicating an 
inverse relationship between antioxidant vitamin intake and 
cardiovascular disease.3 Several clinical trials, however, have 
shown conflicting results as to whether or not antioxidant 
vitamins reduce atherosclerosis progression and cardiovascu- 
lar events.'* Furthermore, in healthy subjects, vitamin E 
supplementation did not reduce the progression of the carotid 
artery intima-media thickness over a 3-year period.^ 

Several considerations can be made to explain these 
conflicting results, among them the endogenous antioxidant 
status of the study participants before enrollment and the 
timing of the intervention relative to the atherosclerotic 
process. It is plausible that in mice, vitamin E is effective 
because it is typically given at an early stage of the disease. 
In contrast, in humans, it has little or no effect because it is 



administered when atherosclerotic lesions are already 
established. 

Most animal studies have focused their attention on Uic effect 
of antioxidants on the formation of fatty streaks, the earliest 
celhilar lesion of adierosclerosis. In contrast, (he possible con- 
tribution of oxidative stress to the progression of atherosclerosis 
has been poorly investigated. Previously, we have shown that 
vitamin E suppresses in vivo lipid peroxidation and mduces a 
significant reduction of early atherogenesis in different mouse 
models of atherosclerosis ^-^ The present study was designed to 
test the hypothesis that chronic attenuation of oxidative stress by 
vitamin E would have an impact on established atherosclerosis 
in low-density lipoprotein-receptor deficient (LDLR KO) mice. 

Methods 

Animal Experimental Protocol 

All procedures were approved by the Institutional Committee. LDLR 
KO mice (n=42, Jackson Laboratories, Bar Harbor, Me) were 
allowed to age to 12 months and were then fed a high-fat diet 
(normal chow supplemented with 0.15% cholesterol and 20% butter 
fat) for a total of 12 weeks prior baseline analysis. At this time-point 
blood was drawn, plasma cholesterol was quantitated, and mice were 
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divided in 3 groups of 14 animals each, with mean cholesterol levels 
that were not significantly different One group of animals was killed 
immediately for analysis of atherosclerosis (baseline group). The 
remaining mice were randomized to receive high-fat diet alone or 
supplemented with vitamin E (2 I.U/g diet) for 3 additional months. 
Blood samples were obtained from mice at baseline and then at 
monthly intervals until the end of the study. 

Biochemical Analyses 

Plasma cholesterol and triglyceride levels were measured enzymat- 
ically and vitamin E levels were assayed by high-performance liquid 
chromatography as previously described.'^ ' Total plasma NO metab- 
olites were evaluated with measurements of nitrite+nitrate by a 
colorimetric assay (Assay Design). Plasma 8.l2-wo-iPF2„-VI levels 
were measured by gas chromatography/mass spectrometry, as pre- 
viously described-^' Levels of soluble intercellular adhesion 
molecules-1 (s-ICAMl) and monocyte chemoattractant protein-l 
(MCP-1) were measured by ELISA kits (Endogen, Inc and R&D 
System).^*** 

Preparation of Mouse Aortas and Quantitation 
of Atherosclerosis 

After the final blood collection, mice were euthanized and the aortic 
tree was perfused for 10 minutes with ice-cold PBS containing 20 
ptmol/L BHT and 2 mmol/L EDTA (pH 7.4) as previously de- 
scribed.'' After removal of the surrounding adventitial fat tissue, the 
aorta was opened longitudinally, fixed in formal-sucrose, and stained 
with Sudan IV. The extent of atherosclerosis was determined using 
the en face method, in a blinded fashion as previously described.**' 

Histology and Immunohistochemistry 

Briefly, serial frozen sections of the aortic root of the proximal aorta, 
starting at the sinus, were examined Immunostaining for macro- 
phage content was performed as previously described.'*' Briefly, a 
Mab to mouse macrophages {MOMA-2; Accurate Chemicals), and a 
Mab anti-human smooA muscle a -actin (Sigma Chemical Co) for 
smooth muscle cells were used. Antibody reactivity was detected 
using a Nova red substrate kit (SK-4800, Vector Uboratory). Cross 
sections were counterstained with hematoxylin. As control, no 
primary antibody was added to the same sections. Images of 
immunostained sections were captured and analyzed in a blinded 
fashion as previously described.'-' 

Statistical Analysis 

Results were expressed as mean±SEM. Data were analyzed by 
ANOVA and subsequently by Student's unpaired 2-tailed t test» as 
indicated. Probability values less than 0.05 were considered as 
significant 

Results 

Vitamin E Effects on Plasma Lipids 
Compared with baseline group, mice from the placebo group 
showed a further significant increase in both plasma choles- 
terol and triglycerides. This increase was also evident in 
LDLR KO mice receiving the high-fat diet supplemented 
with vitamin E (Table). No significant difference in lipid 
levels was found between mice on vitamin E or high-fat diet 
alone. Compliance with vitamin E dietary regimen was 
demonstrated by a significant increase in its circulating levels 
in mice on vitamin E-enriched diet (Table), Elevation of 
plasma vitamin E levels was also evident when the values 
were normalized for cholesterol (data not shown). 

Vitamin E Effects on Oxidative and 
Inflammatory Processes 

Plasma levels of 8,12-wo-iPF2„-Vl, a major Fj-isoprostane 
and a specific marker of lipid peroxidation,^ were further 



Characteristics of the 3 Group s of Mice 

High-FatOiet 



Baseline Placebo Vitamin E 



Cholesterol. mg/dL 


800 


±50 


1150 


±100t 


1115±85 


Triglycerides, mg/dL 


450 


±45 


710 


±60t 


680 ±70 


Vitamin E, 


20 


±2 


16 


±1.8t 


52±2.2* 


8,12-feo-iPF2,-VI. pg/mL 


750 


±60 


1100 


±55t 


630 ±50 


slCAM-1, ng/ml 


11 


±1.5 


14 


±2 


10±2* 


MCP-1, ng/ml 


200 


±15 


245 


±21 


180±16* 


Nox, /iM 


30 


±3.2 


18 


±2.6t 


48±2.4* 



Each group includes 14 mice. Results are expressed as mean±SEM. 



*P<0.05 vs placebo; t/'<0.05 vs baseline. 

elevated in LDLR KO mice kept on a high-fat diet alone 
when compared with the baseline group. In contrast, vitamin 
E significantly reduced these levels to values that were 
similar to the ones observed in mice at baseline (Table). At 
the end of the study, mice on the high-fat diet alone had a 
fijrther increase in s-lCAM-1 and MCP-1 circulating levels, 
whereas vitamin E significantly reduced them (Table). Be- 
cause impaired NO synthesis has been described in hyper- 
cholesterolemia, we examined the effect of vitamin E 
supplementation on NO metabolite (NOx) levels. Compared 
with baseline, plasma NOx levels were fiirther reduced in 
mice on a high-fat diet alone. In contrast, vitamin E supple- 
mentaUon preserved higher plasma NOx levels compared 
with both baseline and the placebo group (Table). 

Vitamin E Effects on Preexisting 
Atherosclerotic Lesions 

The Sudan IV-stained aorta preparations of the LDLR KO 
mice on the high-fat diet for 3 months showed atherosclerotic 
lesions mainly localized in the sinus and arch portions, 
covering 112±1.4% of the entire vessel (Figure 1). The 
aortas from mice receiving a high-fat diet for 3 additional 
months demonstrated further progression of atherosclerosis, 
which involved the thoracic and abdominal portions of the 
aorta. In contrast, this area was significantly reduced in 
LDLR KO mice on high-fat diet supplemented with vitamin 
E (Figure 1). No significant difference was observed with the 
baseline group (Figure 1). 

Immunohistochemical analyses of aortic root sections 
showed no difference in the percentage area occupied by 
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Figure 1. Percentage of total aortic atherosclerotic lesion areas 
In LDLB KO mice fed a high-fat diet for 3 months (baseline), and 
those fed a high-fat diet alone or with vitamin E for 12 additional 
weeks (n=14 per group). *P<0.01 versus placebo. 
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Figure 2- Percentage area of aortic root atherosclerotic lesions 
occupied by macrophages in LDLR KO mice fed high-fat diet 
for 3 months (baseline), and those fed a high-fat diet alone or 
with vitamin E for 12 additional weeks (n=8 per group). *P<0.01 
versus placebo. 

macrophages between baseline and placebo group after nor- 
malized to total lesion area. However, this area was signift- 
cantly reduced in mice receiving vitamin E compared with 
placebo (Figure 2). Finally, no difference in smooth muscle 
cell content was observed among the 3 groups (data not 
shown). 

Discussion 

In the current study, we demonstrated for the first time that 
chronic supplementation of vitamin E retards the progression 
of established atherosclerotic lesions in LDLR KO mice on a 
high-fat diet by decreasing oxidative and inflammatory reac- 
tions and increasing NO levels. 

Lipid peroxidation, in particular oxidative modification of 
LDL in vivo, is thought to play a functional role in athero- 
genesis.2 Evidence consistent with this hypothesis includes 
the presence of oxidized lipids in atherosclerotic lesions and 
the reduction of murine atherosclerosis by structurally dis- 
tinct antioxidants."-*' Several trials have shown, however, 
diat antioxidants do not reduce the risk of fatal or non-fatal 
infarction in an unselected population with established ath- 
erosclerosis.* These conflicting results do. not necessarily 
mean that the oxidative hypothesis of atherosclerosis is 
incorrect. It is possible that the animal intervention studies 
deal primarily with early lesions, whereas clinical trials deal 
with estabHshed ones. We have previously shown that in vivo 
lipid peroxidation is increased in the apolipoprotein 
E-deficient mice and LDLR KO mice, and diat its inhibition 
by vitamin E coincides with a reduction in atherosclerosis.^-^ 
It is plausible that in humans antioxidants have little or no 
effect because they are given when lesions are already 
established. To test this hypothesis, LDLR KO mice initially 
kept on a high-fat diet for 3 months were subsequently 
randomized to either receive a high-fat diet supplemented 
with vitamin E or stay on the high-fat diet alone for 12 
additional weeks. We found that vitamin E reduced progres- 
sion of atherosclerosis without affecting lipid levels by 
suppressing oxidative stress. These results support die con- 
cept that vitamin E is effective in LDLR KO mice whether it 
is given at the early phase of atherogenesis or after the disease 
is established. 



Atherosclerosis is associated with oxidative stress, which is 
characterized by a reduction of endogenous antioxidants and 
NO levels.'^ '^ We confirmed these data by showing that 
vitamin E restores and increases these levels. Reactive 
oxygen species can interact with NO and produce peroxyni- 
trate, which in turn can further sustain oxidative injury to the 
endothelium. By restoring the endogenous antioxidant status, 
vitamin E increases NO levels and limits peroxynitrate 
formation, which could then act as additional antiatherogenic 
mechanisms by reducing vascular inflammation. Indeed, our 
present fmdings demonstrate that by reducing oxidative 
stress, vitamin E improves indices of inflammation and 
endothelial function, which are critically involved in the 
progression of atherosclerosis. 

In interpreting our results, we must consider an important 
limitation of this study; no animal model mimics perfectly 
human atherosclerosis. Despite this fact, our study supports 
the hypothesis that the discrepancies between animal studies 
and clinical trials with vitamin E cannot be explained by the 
timing of the intervention, ie, early versus established lesions. 
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Estradiol prevents fatty streak formation in diow-fed 
atherosclerosis-prone apolipoprotein E (ApoE>defl- 
cient mice. We previously reported that fatty streak 
development of immunodeficient ApoE~^"/recombi- 
nation activating gene 2 (RAG-2"^") double-deficient 
mice was insensitive to estradiol In the present work, 
we demonstrate that the reconstitution of ApoE"^"/ 
RAG-2~^~ with bone marrow from immunocompe- 
tent ApoE~''~/RAG-2'*"''^ mice restores the protective 
effect of estradiol on fatty streak constitution. We 
extended this demonstration to the model of low- 
density lipoprotein receptor-deficient mice, estab- 
lishing the obligatory role of mature lymphocytes in 
this process. We then investigated whether the pro- 
tective effect of estradiol was mediated by a specific 
lymphocyte subpopulatlon by studying the hormonal 
effect on fetty streak constitution in recently devel- 
oped models of ApoE"^" mice deficient in selective 
T-lymphocytc subsets (either TCRa/S^, CD8^, 
or TOlyS* lymphocytes) or B lymphocytes. In all 
these specifically immunodeficient mice» estradiol 
administration to ovaricctomized xaice conferred pro- 
tection as hi immunocompetent ApoE"^" mice, 
clearly demonstrating that no single lymphocyte sub- 
population was specifically required for this effect. 
These results point to additional lymphocyte-depen- 
dent mechanisms such as modulating the interactions 
among lymphocytes and between lymphocytes and 
endothelial and/or antigen-presenting cells. (Am J 
Patbot2005, 167:267''274) 



Fuller understanding of the mechanism of atherosclerosis 
prevention by estrogens is urgently needed,^ Two con- 
trolled prospective and randomized studies did not dem- 
onstrate a beneficial effect of hormone replacement ther- 
apy whether in secondary^ or in primary prevention.^ In 
contrast to these cllnicaf data, estrogen hormones have 
been shown to decrease macrophage-derived foam-cell 
infiltration in different animal species including athero- 
sclerosis-prone apolipoprotein E-deficient (ApoE ' ) 
mice"**^ although the mechanisms of this effect have re- 
mained obscure. 

Recent cumulative evidence have suggested that both 
innate and adaptive immune responses modulate the 
rate of lesion progression.^"® Indeed, several studies 
have confirmed the importance of T lymphocytes present 
in early lesions of atherosclerosis.®""*^ Furthermore, pre- 
vious observations have demonstrated the particular role 
for specific T-lymphocyte subsets. For example, Zhou 
and colleagues^^ showed that C04-*- T cells aggravate 
the atherosclerotic process. 

In this context, we previously reported that ApoE ' 
mice with homozygous disruption at the recombination 
activating gene 2 (RAG-2"^") loci presented a reduced 
level of atherosclerotic lesions that were insensitive to 
estradiol (E2).^'* In the present studies, we first demon- 
strated that the reconstitution of ApoE~'^"/RAG-2~''~ with 
bone marrow from immunocompetent ApoE~'~/RAG- 
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2'^^'^ mice restores the protective effect of E2 on fatty 
streak constitution and extended this demonstration to 
the OKKlel of low-density lipoprotein receptor (LDLr)-de- 
ficient mice. We then hypothesized that E2 could target a 
specific lymphocyte subset to exert its protective effect 
on fatty streak constitution. To solve this question, we 
compared the effect of E2 in immunocompetent ApoE ' 
mice and in models of ApoE"^" mice deficient in specific 
lymphocyte subsets developed in our laboratory. We ob- 
served that no T- or B-lymphocyte subpopulation specif- 
ically mediated the protective effect of E2. pointing to 
additional lymphocyte-dependent mechanisms. 



Materials and Methods 
Animals 

,The specific pathogen-free conditions of animal care and 
regular chow diet feeding as well as the production of 
ApoE- and RAG-2-deficienl mice {ApoE"^"/RAG-2"'~) 
have been described previously.^"*'^^ The ApoE~'~/RAG- 
2"^~ mice had been backcrossed into a C57BLy6 back- 
ground for six generations. 

Low-density lipoprotein receptor-deficient (LDLr ' ) 
mice were purchased from Charles River (L'arbresle, 
France). RAG-2-deficient (RAG-2"'") mice were pur- 
chased from CDTA (Orleans, France). Both strains had 
been backcrossed into a 05781/6 background for more 
than 10 generations. Female LDLr"-'" mice were crossed 
with male RAG-2"''" mice in our animal facility to obtain 
LDLr and RAG-2 double-deficient mice (LDLr"'"/ 
RAG-2"'~). RAG-2 and LDLr gene disruptions were as- 
sessed by polymerase chain reaction genotyping as 
previously described. The production of the double- 
deficient models is reported elsewhere.^^ Briefly, TGRp- 
deficient (TCRp"'"). CD4-deficient (CD4"'-), CD8- 
deficient (CD8"'"), TCR5-deficient (TORS"/") male 
mice were crossed with female ApoE"'" mice. B- 
lymphocyte-deficient mice were obtained similarly by 
crossing limt-deficienf® B"'") male mice with female 
ApoE"'" mice. Heterozygous ApoE"'"/TCRj3"^'~. 
ApoE-'-/CD4^'", ApoE-'-/CD8-^'-, ApoE-'"/rCR5'^'-. 
ApoE"'"/B"''" populations were generated and used as 
the parental genotypes. The offspring of these heterozy- 
gous strains. TGR^^'". CD4"'^, CD8*'", TCR6^'^ B^'^ 
and TCRp-'-, 004-'". CDS"'-. TCR5"'-, B"'" served as 
the subjects of our studies. Confirmation of gene disaiption 
was screened by polymerase chain reaction genotyping 
and phenotyping of blood lymphocytes or splenocytes by 
flow cytometry.^^ All strains had been backcrossed into a 
C57BL/6 background for more than 10 generations. 

Only female animals were used in the present studies. 
As shown in Figure 1, mice were ovariectomized at 5 
weeks of age and, 1 week later, were administered with 
either 60-day time-release placebo or 0. 1 mg of estradiol- 
17p pellets (Innovative Research of America, Sarasota, 
FL) implanted subcutaneously into the back of the ani- 
mals, using a sterile trochar and forceps. New pellets 
were reimplanled 7 weeks later. The dose of 0.1 mg of 
E2. releasing 80 /xg/kg/day, had previously been defined 
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Figure 1. Protocol to study faity streak formation in itiimunocompetenl or 
immunodeficient ApoE-deficient mice. Ovx, ovariectomy; E2. estradioi-170 
pellet; PI, placebo pellet, 

as adequate for a maximal effect on fatty streak consti- 
tution in female mice.^^ ApoE"^" mice were maintained 
under chow diet throughout the experiments, whereas 
LDLr"'" rnice were switched to a high-fat diet (15% fat, 
1.25% cholesterol, no chelate, TD96335; Harlan Tekiad. 
Wl) at 5 weeks of age. After E2 or placebo treatment for 
12 weeks, all mice were sacrificed with an overdose of 
ketalar after a 16-hour fast. Blood was collected by orbital 
punction for serum lipid analysis.^^ Uterus was weighted 
to assess the efficacy of E2 treatment. All experimental 
procedures were performed in accordance with the rec- 
ommendations of the European Accreditation of Labora- 
tory Animal Care Institute. 

Bone Marrow Transplantation 

As shown in Rgure 2. ApoE-'-/RAG-2-'- and LDLr"'"/ 
RAG-2"^" mice were ovariectomized at 5 weeks of age 
and received a sublethal dose of whole-body irradiation 
(400 rads) 1 week later. The day after irradiation, donor 
ApoE-/- or ApoE-'-/RAG-2-'-, C57B176 or RAG-2-'- 
mice were killed, and their femurs and tibias rennoved 
aseptically. Marrow cavities were flushed, and single-cell 



BMT e^or PI Ez orPi 
i leirorPll 



Sacriftee 
-4 



5 6 11 



18 



22 weei^ 



RAG-/- donor 



KAG^ donor 




Figure 2. Prx3tocol of bone marrow transplantation (BMT) and now cytom- 
etry analysis of spleen lymphocyte repopulation of ApoE"^J/RAG-2 ^" mice 
transplanted using bone manow from ApoE"*'~/RAG-2 or ApoE" "/ 
RAG-2*^* donor mice. Splenocytes were co-labeled with ami-TCR^-PcrCP/ 
anti-CD19-PE-conjugated antibodies. 
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Table 1. 



Body Weight, Total Cholesterol, and Aortic Root Lesion Area in Placebo (Pl> or ^/^^^^''^^^iE^YrlV^i* .^p- 
0^e3z;d ApoE-^-/RAG-^- Female Mice after Bone Marrow Transplantation from ApoE /RAG or ApoE 



RAG* 



Donors 



Donor genotype 
ApoE-'-/RAG^'^ 
ApoE-'-/RAG-^- 



Treatment 



Body weight (g) 



Total cholesterol (g/L) 



Lesion area (^^) 



PI 
PI 



25.3 ± OJ 
23.5 ± 0.6 
26.8 ± 1.7 
24.3 ± 0.3 



5.9 ± 0.4 
4-8 ± 0.4 
5.4 ± 0.4 
4.4 ± 0.7 



66662 ± 5838 
34919 ± 6532* 
33451 ± 5816* 
41844 ± 5294 



Results are means ± SEM (n = 7). 

*P < 0.05 versus the corresponding Pl-treated mice. 

t^P < 005 versus ApoE"'~/RAG^'''-transplanted PMrealed mice. 




FIgui« 3- Immunohistochemicai analysis of represcntaOve lesions from in^ 
dividual ApoE"'~/RAG-2"^" transplanted using bone marrow from ApoE" 
or ApoE"^"/RAG-2-'^* donor mice using anli-CD3 antibodies. 

suspensions were prepared. The irradiated recipients 
received 15 x 10® bone nnarrow cells in 0.2 ml of phos- 
ptiate-buffered saline by tail vein injection. One week 
before and 4 weeks after the bone marrow transplanta- 
tion, Bactrim (sulfamethoxazole 200 mg/ml, trimethoprim 
48 mg/ml) was added to drinking water. After 5 additional 
weeks, all transplanted mice were implanted subcutane- 
ously with placebo or E2 pellets and LDLr"' IPAG-2 ^ 
mice were switched to the high-fat diet to induce athero- 
sclerotic lesion formation. Mice were sacrificed 11 weeks 
later (at 22 weeks of age). Blood and tissues were col- 
lected as described above. 

Tissue Preparation and Lesion Analysis 

The circulatory system was perfused with 0.9% NaCI by 
cardiac intraventricular canalization. The heart and as- 
cending aorta were removed and kept frozen. Surface 
lesion area was measured by computer-assisted image 
quantification In the aortic root, by a trained observer 
blinded to the genotype and treatment of the mice, as 
previously described^® but using a Leica image analyzer. 



The rest of the entire aortic tree was removed and 
cleaned of adventitia, split longitudinally to the iliac bifur- 
cation, and pinned flat on a dissection pan for analysis by 
en face preparation. Images were captured using a Sony- 
3CCD video camera and fraction covered by lesions 
evaluated as a percentage of the total aortic area. 



Immunohistochemistry 

Cryostat sections from the proximal aorta were fixed in 
acetone, air-dried, and reacted with a primary rat mono- 
clonal anti-mouse macrophage (clone MOMA-2 from Se- 
rotec, Oxford, UK) used at a 1:50 dilution or a primary 
goat polyclonal anti-CD3 (clone M-20 from Santa Cruz 
Biotechnology. Santa Cruz, CA) used at a 1:100 dilution. 
Then, sections were incubated with corresponding 
preadsorbed secondary biotinylated antibodies (Vector 
Laboratories, Burlingame, CA): binding of rat monoclonal 
anti-macrophage was revealed using biotinylated rabbit 
anti-rat IgG and binding of goat polyclonal anti-CD3 was 
revealed using biotinylated horse anti-goat IgG. The 
binding of the biotinylated antibodies was visualized with 
an avidin DH-biotinylated peroxidase complex (Vec- 
tastain ABC kit. Vector Laboratories) and AEC peroxi- 
dase substrate kit (Vector Laboratories). Countercolora- 
tion was performed using Mayer's hemalun. Macrophage 
and T-cell quantification was determined by scoring sam- 
ples from at least four sections per animal. A minimum of 
three animals was analyzed per group. Two investigators 
who were blinded to the sample identity performed 
analysis. 



Analysis of Plasma Lipids and Lipoproteins 

Serum cholesterol concentrations were determined by an 
enzymatic assay adapted to microtiter plates using com- 



Table 2. Body Weight. Total Cholesterol, and Aortic Root Lesion Area in Placebo (PI)- or ^'^'^'f';^^^^^^ 

Ovariectomi^ecl LDU-^-/R.\G-'- Female Mice after Bone Marrow Transplantation from RAO or 0576176 Mice 



Donor genotype 



Treatment 



Body weight (g) 



Total cholesterol (g/L) 



Lesion area (fim^/section) 



C57BU6 



Pl 

PI 
E2 



28.1 ± 12 
24.9 ± 0.7* 
27.1 ± 0.6 
24.0 ± 0.5* 



9.3 ± 0.8 

6.4 ± 0.7* 
11.1 ±0.6 

9.9 ± 0.5 



84480 ± 9185 
35333 ± 8317* 
35900 ± 5600^ 
42800 ± 6600 



The animals had been on HFD for 12 weeks. Results are means ± SEM (n s 7). 
•P < 0.05 versus C57BU6-!ransplanled PMrealed mice. 
< 0.05 versus the corresponding Pl-treaied mice. 
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Table 3. Body height, Total Cholesterol, and Lesion Area jf Ov.riectomized P^^^^^ ''^'.-^^-'rC^-^Tl-'- 
Immunocompetent ApoE-'- Control and Immunodeficient ApoE ^ ^CRB . CD4 , CD» , 

Female Mice 



Genotype 



Body weight (g) 



NC 



PI 



E2 



ApoE-'- 
ApoE-'-TCR0-'- 
ApoE-'-CD4-^- 
ApoE-'-CD8-/- 
ApoE-'TCRS-'- 
ApoE-'-B"' 



22,0 ± 0.5 

21.0 ±0,5 
19.5 ± 0.4 
21.5 ± 0.5 

20. 1 ± 0.4 



287 ± 1.5 
20.9 ± 0.6^ 
21.9 ± 1.2"^ 

23.5 ± 0.8^ 

27.6 ±1.4 
26.8 ± 0.9 



22.9 ± 0.5* 
21.5 ±0.5 
21.9 ±0.6 
22.9 ± 0.5 
21.9 ±0.1* 
24.3 ± 0.4* 



Total cholesterol (g/L) 



NC 



3.4 ± a 7 
3,0 ± 0.2 

3.0 ± 0.2 

3. 1 ± 0.2 
2.9 ± 0.1 



1_* : 

Oau. of intac. corresponding n,ice (NC) have been pubr^hed prevK^usly" and are indfcaled in italics for conparlson. Results are means 

•p^< 0.05 versus corresponding C (placebo-treated) mice. 
< 0.05 versus corresponding immunocompetent mice. 



; SEM 



mercially available reagents (Roche Molecular Biochemi- 
cals. Germany). Lipoprotein cholesterol profiles were 
obtained by Fast Protein liquid chromatography as pre- 
viously described.^® 

Statistical Analysis 

The results are expressed as means ± SEM. For each 
parameter (body weight, total cholesterol, lesion area), the 
effects of genotype were studied by comparing each inrv 
munodeficient group with its corresponding immunocom- 
petent group of mice. The effect of E2 treatment was stud- 
ied comparing placebo- and E2-treated mice in selective 
immunodeficienl or in immunocompetent mice. A one-fac- 
tor analysis of variance was used (Bonferroni/Dunn's test): 
P < 0.05 was considered as significant. Statistical analyses 
were performed using the Statview statistical software (Aba- 
cus Concepts, Inc.. Berkeley. CA). When appropriate, an 
unpared t-test was also performed. 



Results 

Immunocompetent Bone Marrow 
Transplantation Restored Both the Level of 
Lesions and E2 Sensitivity in ApoE~^'/ 
RAG-2''^' and LDLr^^'/RAG'2~^' Mice 

To explore the role of lymphocytes in fatty streak consti- 
tution and E2 prevention. ApoE-^-/RAG-2 ^ ovariecto- 
mized female mice received bone marrow transplantation 
from ApoE-'-/RAG-2-'- (ApoE-'-/RAG-2-'- ^ ApoE"'"/ 
RAG.2-'-) or from ApoE-/-/RAG-2^/^ (ApoE-'-/RAG- 
2+/+ ApoE*'"/RAG-2-^") mice (Figure 2). and then were 
treated with placebo or E2 pellets. Sixteen weeks after borie 
marrow transplantation. ApoE-^-/RAG-2^'^ -> ApoE ' / 
RAG-2"'" placebo-treated mice presented a significantly 
higher level of fatty streaks when compared with ApoE ^ / 
RAG-2"'" -> ApoE"^~/RAG-2"^" placebo-treated mice 
(Table 1). Immunohistochemical analysis showed the 
presence of CD3-reactive cells in lesions obtained from 
ApoE~'"/RAG-2'*'^"' ApoE"'"/RAG-2"'" mice but not in 
lesions obtained from ApoE-^-/RAG-2-'- -> ApoE 



{table conthues) 



RAG-2~'" mice. Irrespective of placebo or E2 treatment 
(Rgure 3 and data not shown). Importantly, although E2 
was still ineffective in ApoE-'-/RAG-2-/--^ ApoE ' /RAG- 
2-'- mice, the protective effect of the hormone was re- 
stored in ApoE-/-/RAG-2"^-^ ApoE-'-/RAG-2-' mice 

(Table 1). ^ , 

Because ApoE-deficiency could t>e involved in these 
observations and because the RAG-2-deficient mice 
used were not fully backcrossed Into the C57/BL6 back- 
ground, similar experiments were performed in the LDLr- 
deficlent mice. We first confirmed that E2 significantly 
decreased body weight (26.1 ± 0.6 g versus 23.6 ± 
0 5 g, P < 0.05), serum cholesterol (11 .1 ± 0.4 g/L versus 
7.9 ± 0.7 g/L, P < 0.01). and fatty streak deposit 
(119,400 ± 7400 ptm^/section versus 41.400 ± 5400 
^m^/section for placebo- and E2-treated mice, respec- 
tively; a = 9. P < 0.01) In immunocompetent LDLr 
mice on a 12-week high-fat diet in agreement with a 
previous report.^ The effect on fatty streak was abol- 
ished in LDLx-'-/RAG-2-/- mice (42.000 ± 13,100 ^m^/ 
section versus 40.300 ± 11.300 pim^/sectlon. respec- 
tively: n = 8) whereas the effect on body weight (24.4 ± 
1.3 g/L versus 22.9 ± 0.9 g/L. P < 0.05) and serum 
cholesterol (9.9 ± 0.4 g/L versus 7.4 ± 0.7 g/L, P < 0.01) 
persisted. Bone marrow graft experiments were also 
performed in this last model of ovarlectomized female 
LDLr-'-/RAG-2-'- mice. As shown in Table 2. Placebo- 
treated LDLr-'^-/RAG-2-/- mice that had received 
G57BL/6 bone marrow, presented a significantly higher 
level of fatty streaks when compared with those that had 
received RAG-2~'" bone marrow. Again, although E2 
remained ineffective in RAG-2-'- -* LDLr-/-/RAG-2 [ 
mice, the protective effect of the hormone was restored in 
0576176 -> LDLr-/-/RAG-2-'- mice (Table 2). 

Effect of E2 Treatment on Body Weight and 
Serum Lipids in Immunocompetent and 
Selectively Immunodeficient ApoET^' Mice 

We then asked whether the protective effect of E2 could 
be mediated by a specific T-lymphocyte subset or B 
lymphocytes, considering the hormonal effect in selec- 
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Table 3. Continued 



Total cholesterol (q/L) 




Lesion area (^m^/section) 




PI 


E2 


NC 


PI 


E2 


5.6 ± 0.3 
4.4 ± 0-2^ 
5.8 ± 0.5 
5.6 ± 0.4 
5.6 i 0.3 
4.6 ± 0.2^ 


3.1 ± 0.2* 

3.1 ± 0.2* 

2.7 ± 0.2* 

3.2 i 0.1* 

2.8 ± 0.2* 
2.6 i 0.3* 


73,214 ± 2963 
37,048 ± 4749 
. 77,745 ± 12,629 
76,909 ± 4722 
57,589 ± 3737 


113.465 ±5288 
65.053 ± 7753^ 
114.835 ± 21.656 
110.537 ± 16.142 
101,557 i 8125 
93.432 ± 11,183 


36.299 ± 1979* 
37,104 ± 4418* 
42,541 ±5431* 
47.782 ± 11.285* 
27.730 ± 3637* 
38,348 ± 5752* 



lively immunodeficient ApoE"^" female mice. The statis- 
tical analysis presented in Table 3 refers to comparisons 
of each group of immunodeficient mice with its corre- 
sponding immunocompetent group. Data from a group of 
10 ApoE"'~ female mice are given for comparison (Table 
3, line 1). 

Uterine weight was <20 mg in ovariectomized mice 
and increased to 172 ± 13 mg on average with E2 
treatment, showing that the level of E2 stimulation was 
similar in all genotypes. Body weight decreased, reflect- 
ing mainly adipose tissue reduction, in immunocompe- 
tent ApoE"'" control and in immunodeficient ApoE / 
TCR5"'" and ApoE~^"/B~'" mice under E2 treatmer^t. 
In the immunodeficient ApoE-'-/TCRj3-'". ApoE ^ / 
CD4-'". and ApoE~^"/CD8"'" mice, body weight was 
lower in placebo-treated mice when compared to their 
immunocompetent littermates and was not influenced by 
E2. suggesting a role for TCRap"^ T lymphocytes in 
weight regulation. Total semm cholesterol wasjower in 
ovariectomized ApoE'^' fTC^P'^- and ApoE ' /B'^ 
when compared with their respective immunocompetent 
littermates and decreased under E2 treatment in all 
strains. Fast performance liquid chromatography showed 
that the E2-induced decrease concerned the very low- 
density lipoprotein, intermediary/low-density lipoprotein, 
and high-density lipoprotein fractions (see Supplemental 
Figure A at http://ajp.amjpathoLorg) in agreement with our 
previous report.^^ 

Effect of E2 Treatment on Lesion Area in 
Immunocompetent and Selectively 
Immunodeficient ApoE'^' Mice 

At the level of the aortic root, the lesion area of ovariec- 
tomized immunodeficient mice given placebo did not 
differ significantly from the corresponding imrnunocom- 
petent mice except for the ApoE ' ^ mice, 

which presented a decreased level of lesions (Table 3). 
E2 treatment induced a significant decrease of fatty 
streak development in all groups of mice, including the 
ApoE"'~n"CRp"'" strain. To further analyze the influence 
of serum cholesterol on the lesion formation, we sought to 
analyze subgroups of mice with comparable serum cho- 
lesterol levels. Such subgroups could be selected among 



the whole series of immunocompetent mice that serve as 
control for the immunodeficient groups (ie. a total of 50 
Pl-treated and 50 E2-treated mice) with cholesterolemia 
arbitrarily encompassed between 4 and 6 g/L. In these 
subgroups of ovariectomized placebo (n = 19)- and E2 
(rt = l2)-treated mice, with sirriilar serum cholesterol 
(5 0 ± 0.1 g/L and 4.9 ± 0.1 g/L. respectively; P = 0.67), 
lesion area still dramatically differed (109,824 ± 4304 
^2/section and 35.722 ± 4206 /nm^/section. P < 0.001 ). 
strongly suggesting that the E2-induced decrease of se- 
mm cholesterol is not the main factor preventing fatty 
streak fonmation. 

Histo- as well as immunohistochemical analysis 
showed that, under E2 treatment, residual lesions were 
essentially fatty streaks containing lipid-laden macro- 
phages, with few characteristics of advanced lesions 
such as fibrous caps and were substanUally less complex 
than lesions in ovariectomized ApoE"^" control mice (not 
shown). Remarkably. T lymphocytes were still detectable 
at a comparable density (2 ± 1%) in these residual 
lesions (Rgure 4). Similar observations were made in all 
of the series of specifically immunodeficient mice includ- 
ing the ApoE"'-/rCR^-'~ (Figure 4). 

In the rest of the aorta, lesions were identifiable by en 
face analysis at predilection sites including the aortic 
arch and the orifices of the brachiocephalic, left subcla- 
vian, common carotid, and intercostal arteries. However, 
the level was low (<3.0% of the total aortic area) except 
in the ApoE-'-/CD4-'- group of mice (13.5 ± 3.0%, n = 
3). In this last group, lesions were observed at the pre- 
dilection sites and also at the orifice of the large abdom- 
inal arteries, in particular the celiac trunk and renal arter- 
ies. E2 induced a spectacular (more than fivefold) 




figure 4. Anti-CD3 immunolabeiing of represenuiive lesions from ovariec- 
tomized ApoE-"'. ApoE-^'/TCRr^-. and ApoE—yTCRfi mice after 3 

months of treatmeni wiih E2 pellets. 
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Placebo 




Figure 5^ Representative CTt/«ce aorta preparations from placebo- and E2- 
treated oirariectomixed ApoE~^~/CD4 mice. 

protective effect at these different sites, especially in the 
ApoE"'"A:JD4"'~ group (<3.0%, n = 3; Figure 5). 



Discussion 

The present results definitely demonstrate that, in the 
C57BU6 mouse strain, mature lymphocytes are required 
for the preventive effect of E2 on the atheromatous pro- 
cess irrespective of the model of genetically-induced 
hypercholesterolemia, namely ApoE ' arid LDLr 
mice. Indeed, after bone marrow transplantation from 
immunocompetent donors into immunodeficient rnice. 
lymphocytes were recovered in the lesions and a signif- 
icant increase in the level of these lesions could be 
demonstrated. Most importantly. E2 activity was restored 
after bone marrow transplantation from immunocompe- 
tent donors, while E2 was still inactive after bone marrow 
transplantation from immunodeficient donors to the im- 
munodeficient recipients. 

Uke our data obtained in intact nonovariectomized 
mice,'^ the measurement of lesion area in placebo- 
treated ovariectomized mice show a similar level of le- 
sions in immunocompetent and immunodeficient mice, 
except in the ApoE-'-/rCR^"^" mice, supporting the 
deleterious role of T lymphocytes in the atheromatous 
process. Noteworthy, considering our previous'^ and 
present data, a protective effect of endogenous ovarian 
estrogens could be demonstrated in all strains because 
ovariectomized mice developed a higher level of lesions 
than intact mice. This observation is in accordance with a 
previous report.^' Moreover. E2 treatment, administered 
at a dose previously defined as adequate for a maximal 
effect,^^ induced a significant decrease in lesion size in 
all groups of mice (Table 3). Except in ApoE ^ /TCRp" 
mice, the residual lesion level was lower than that mea- 
sured in intact female mice. in addition, en face analysis 
showed that the effect of E2 was not restricted to the 
aortic sinus. Interestingly. E2 exerted a stronger preven- 
tive effect of lesion development in the thoracic and 
abdominal sites than at the level of the aortic sinus, 
particularly in ApoE-^-/CD4-'- mice (Rgure 5). Although 
the selective immune deficiency may generate compen- 
satory expansion of other lymphocyte subsets, such as 
ApoE~'"/CD4~^" mice presenting with a greater number 



of CDS-*- and double-negative CD4-CD8 cells than 
ApoE-^- mice,^^-^^ we demonstrate here that E2 was 
active in all strains, suggesting that no single T-lympho- 
cyte subpopulation directly mediated the protective ef- 
fect. This included the populations of regulatory T cells 
able to control the expansion and differentiation of acti- 
vated T cells^'2^ the TCRyS-" T cells. E2 has been 
recently claimed to induce one of these regulatory T- 
lymphocyte subpoputations^^-^ suggesting that it could 
play a key role in the suppression of harmful immune 
responses. Our data do not support such a hypothesis in 
the atherosclerotic process. Rnally. the protective effect 
was also maintained in B-lymphocyte-deficient mice. This 
excluded a protective role mediated by immunoglobulins 
that are known to increase under E2 stimulation^^_^nd 
have been suggested to prevent atherosclerosis. 

Interestingly, E2 administration significantly decreased 
serum cholesterol levels in neariy all conditions analyzed 
in the present work. However, although serum cholesterol 
level remains a key determinant of atherosclerosis, sev- 
eral lines of evidence support the fact that the protective 
effect of E2 occurs mainly at the level of the arterial wall. 
First although E2 decreased serum cholesterol levels in 
immunodeficient LDLr-^-/RAG-2-'- mice (the present 
work) as well as ApoE-'-/RAG-2-'- mice^^ to a similar 
extent than in immunocompetent mice, it was completely 
inactive on lesion area. Second, although the maximal 
decrease of serum cholesterol was obtained with endog- 
enous E2 (Table 3), the maximal decrease in lesion area 
required higher E2 doses, in line with previous re- 
ports.''®'^^ Third, in subgroups of ovariectomized place- 
bo- or E2-treated ApoE"^" mice arbitrarily selected for 
similar serum cholesterol levels, fatty streak area was 
threefold lower in the latter group. Indeed, using choles- 
terol-clamped rabbits. Holm and cotleagues^^ had previ- 
ously demonstrated a plasma lipid-independent anti- 
atherogenic effect of estrogen, in line with Adams and . 
co-wort<ers.^^ who suggested, as eariy as 1990. a similar 
conclusion in surgically postmenopausal monkeys. 

Altogether, these series of observation points to one 
(or more) additional lymphocyte-dependent mecha- 
nism(s) involved in the protective effect of E2. E2 is a 
negative regulator of lymphopoiesis, that selectively de- 
pletes functional precursors of B and T cetls.^^ It also 
Inactivates the intrathymic T-cell differentiation pathway 
and induces thymocyte apoptosis.^^ Indeed, we ob- 
served a remarkable 80% thymic atrophy (85.2 ± 7.5 mg 
versus 14.1 ± 1.8 mg) and 50% decrease of circulating 
lymphocytes in our E2-treated ApoE"'" mice (6804 ± 
568 per mI versus 3520 ±215 per pil; P < 0.001). How- 
ever, in agreement with Hodgin and colleagues.^^^ T lym- 
phocytes were still detectable in the residual lesions (Fig- 
ure 3), showing that, despite their decrease in blood, 
lymphocytes could still reach and infiltrate the remaining 
lesions. 

The protective effect could also be mediated through 
the modulation of the interactions between lymphocytes 
and other cell populations, such as endothelial and/or 
antigen-presenting cells, leading to a local control of the 
intimal immune process. First. Shi and colleagues • 
recently provided strong evidence for the crucial role of 
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endc^elial cells rather than hematopoietic celts as de- 
terminanls of atherosclerosis susceptibility in 05761/6 
mice- Second, decreased proinflammator/®"^^ or in- 
creased anti-inflammatory cytokine'*^''^^ production re- 
sulting from the local interaction between lymphocytes 
and antigen-presenting cells could explain the protective 
effect of E2. Indeed, it has recently been reported that 
estrogens repress Thi activity and T-cell production of 
the key inflammatory cytokine tumor necrosis factor-a in 
bone"^ but we reported the opposite effect in antigen- 
specific CD4-*' or NKT cell response.^^'^^ Further work 
will be necessary to precisely define the mechanisms of 
these interactions. 

In conclusion, we have demonstrated that tympho- 
cytes are instrumental in the protective effect of E2 but 
that no single lymphocyte subpopulation is specifically 
required for this effect. These data point to additional 
lymphocyte-dependent mechanisms such as modulating 
the interactions among lymphocytes and between lym- 
phocytes and endothelial and/or antigen-presenting 
cells. 
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The peroxisome proliferator-activated receptor Y(PPAR'y) is a nuclear receptor that regulates fat-cell 
devdopment and glucose homeostasis and is the molecular target of a class of insuhn-sensitmng 
agentsusedfor diemanagement of type2 diabetes meUitus. PPARyishighly expressed m macrophage 
foam cells of atherosclerotic lesions and has been demonstrated in cultured macrophages to both 
positively and negatively regulate genes implicated in the development of atherosclerosis. We report 
here that the PPARy-specific agonists rosiglitazone and GW7845 strongly inhibited the d<nrelopment 
of atherosclerosis in LDL receptor-deficient male mice, despite increased expression of the CD36 
scavenger receptor in the arterial walL The antiatherogenic effect in male mice was correlated ^^th 
improved insulin sensitivity and decreased tissue expression of TNF-a and geladnasc B, indicatmg 
both systemic and local actions of PPARy. These findings suggest that PPARy agonists may exert 
antiadierogenic effects in diabetic patients and provide impetus for efforts to develop PPARy hgands 
that separate proatherogenic activities from antidiabetic and antiatherogenic activities, 
tnai: ^cp p 5 ^ 106:523-53 1 (2000). 



Introducdon 

Complications of atherosclerosis are the leading cause 
of death in Western societies and have an extremely 
high incidence in individuals with type 2 diabetes mel- 
litus (1, 2). Atherosclerosis is initiated by die accumu- 
lation of plasma LDL in the arterial wall, its oxidation, 
and the recruitment of circulating monocytes (3, 4). 
Once monocytes in the arterial inrima have undergone 
phenotypic transformation to macrophages, they take 
up oxidized LDL (oxLDL) via several scavenger recep- 
tors that include scavenger receptor A (SR-A), CD36, 
and macrosialin (5-7). This results in massive choles- 
terol accumulation and formation of foam cells. Inter- 
actions between oxLDL, macrophages, smooth muscle 
cells infdtrated from the arterial media, and T cells 
recruited from the circulation result in a chronic 
inflammatory condition that is thought to influence 
the further evolution of early atherosclerotic lesions 
toward more advanced, clinically relevant lesions (8). 
Interactions between arterial cells are mediated by an 
array of cytokines and adhesion molecules (9), and 
increasing experimental evidence suggests that many 
of these factors promote atherogenesis. For example, 
hypercholesterolemic mice in which the gene encoding 



macrophage chemotacric protein 1 (MCP-1) has been 
disrupted are resistant to the development of athero- 
sclerosis (10, 1 1). In analogy, disruption of the SR-A and 
CD55 genes results in a significant reduction of hyper- 
cholesterolemia-induced atherosclerosis in mice (12, 
13). These observations suggest that interventions 
directed at altering the generic responses of vascular 
cells to proatherogenic stimuli, such as hypercholes- 
terolemia, may be beneficial. 

Several regulatory pathways have been identified that 
control the expression of potentially atherogenic genes. 
These include NF^kB, a transcription factor involved in 
the regulation of many proinflammatory factors and 
adhesion molecules, such as TNF-a and gelatinase B 
(14, 15). Recent studies have also documented the 
expression of the peroxisome prohferator-activated 
receptory (PPARy) in macrophage foam cells, endothe- 
lial cells, and smooth muscle cells of human and 
murine atherosclerotic lesions (16-20). PPARy is a 
member of the nuclear receptor superfamily of ligand- 
dependent transcription factors that both positively 
and negatively regulate gene expression in response to 
the binding of a number of fatty acid metabolites, 
including oxidized linolcic acid (9- and 13-HODB) and 
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, 1 I ^21 23^ PPARy is CrD98338;Harlan-Teklad, Madison, Wisconsin, USA), 

15 deoxy A^* prostaglandin h (21-23). PJ;akT Lch induced extensive adierosderosis in die aortic ori- 

expressed in many other tissues and is particular^' ^^^^"^^^^^ 

highly«q,ressedinfat.PPARTpromotesad.pocyted^- ^^^^'^^^'^^'^"^ 

fefentiarion in vitro and has recently been shown to be tion to the diet, ^^SrllMS The animals were fed 
essentialforthe development of adipose tissue in^o 

(24-26). PPART also appears to play ^ c""^^^^^^^^^^ of bo w"d f ^^^^ 

glucose homeostasis, because It IS the molecular target °^'°°°y^^;^"'-'''.\^. _ ..p ^. amount of food 

mation and atherosclerosis ppAR^ agonists glucose levels were determined, using a Precision QID 

administered two structur^Iy tUstmct spe P K ^ ^^ording to the animals' respective 

and gdatinase B expression. ^o^^^^^ ^^^^^^ ^^ ^^ ^^^^ ^^.^^^^ ^^^^ 

20% glucose. Blood samples (25 |lL) were taken at 0,15, 
An^Tand diet A breeding colony was generated from 30, 60, and 90 minutes. Glucose levels were determined 

LsisSg of 0 01%'addrd cholesterol and 2 1% milk fat els were determined by mass spectrometry. 
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Tissue preparation and morphometric analysis of athero- 
sclerotic Usions. The heart was perfused from its apex 
with cold PBS treated with diethylpyrocarbonate 
(DEPC), The heart, containing the aortic origin, was 
careftiUy dissected. The upper half of the heart was 
placed in a fixative containing 4% paraformaldehyde, 
5% sucrose in PBS, pH 7.4, and fixed overnight, fol- 
lowed by alcohol dehydration and paraffin embedding. 
For morphometric determination of atherosclerosis, 
serial 9-^m-thick sections were cut from the apex 
toward the base of the heart. Sections containing the 
aorticorigin, totaling 180 \im in lengthy were stained 
with a modified van Gieson^s elastin stain to enhance 
the contrast between the atherosclerotic inrima and the 
surrounding tissue (31): Analysis was performed on 
every other section (n = 8-10 per mouse). Thus, a total 
length of 180 ^im of the aortic origin was examined. 
Quantification of atherosclerosis was performed using 
computer-assisted image analysis, as described previ- 
ously (32). AU morphometry was performed by the 
same investigator blinded to the tissue identity. 

RNA isola^ from aortic valves and aortas. The upper half 
of the hearts, containing die aortic valves and the aortas, 
extending ftom the root to the second intercostal region 
and up to die carotids, were weighed and flash frozen in 
liquid nitrogen and stored at -80*C Isolation of total 
RNA was performed using RNeasy kit (QIAGEN Inc., 
Valencia, California, USA) according to the manufac- 
turer's protocol Total RNA was treated with deoxyri- 
bonudease I (QIAGEN Inc) for 20 minutes at room tem- 
perature to remove contaminating genomic DNA. The 
amount of RNA was determined by spectrophotometry, 
and 200 ng of RNA was loaded onto a 1.5% agarose gel 
to determine its quality before analysis. 

RT'PCR-hased quantitative gene expression analysis. 
Real-time detection of PGR was performed at the 
Center for Aids Research Genomics Core of the Vet- 
erans Medical Research Foundation in La JoUa, Cali- 
fornia, USA. Using the Perkin-Elmer ABI Prism 7700 
and Sequence Detection System software (Perkin- 
Elmer, Foster City, California, USA), the differential 
displays of mRNAs for TNF-a, MCP-l. VCAM-1. 
gelatinase B, macrosialin, CD36, and SR-A were 
determined. Briefly, 1 ^ig of total RNA was used to 
generate cDNA using an oligo dT oligodeoxynu- 
cleotide primer (Tims) following the protocol for 
Omniscript (QIAGEN Inc.). The following primers 
and probes were made: TNF-a: S'CGGAGTC- 
CGGGCAGGT 3' (forward), 5' GCTGGGTAGAGAATG- 
GATGAACA 3' (reverse), 5' ACTTrGGAGTCATrGCTCT- 
GTGAAGGG AATG 3' (probe); MCP-1: 5' 
CAGCCAGATGCAGrrAACGC 3' (forward), 5' GCC- 
TACTCATTGGGATCATCTTG 3' (reverse), 5' CCACT- 
CACCTGCTGCTACTCATTCACCA 3' (probe); VCAM-1: 
5' TGC GAGTCACCATTGTTCTCAT 3' (forward), 5' 
CATGGTCAGAACGGACTTGGA 3' (reverse), 5' ACCCA- 
GATAGACAGCCCACTAAACGCGAA 3' (probe); gelati- 
nase B: 5'TCACCTTCACCCGCGTGTA 3' (forward). 5' 
GTGCTCCGCGACACCAA 3' (reverse), 5' ACCCGAAGCG- 



GACATTGTCATCCAG 3' (probe); macrosiaUn: 5' CAAG- 
GTCCAGGGAGG TTGTG 3' (forward), S' CCAAAG- 
GTAAGCTGTCCATAAGGA 3' (reverse), 5' CGGTACC- 
CATCCCCACCTGTCTCTCTC 3' (probe); CD36: 5' 
TCCAGCCAATGCCTTTGC 3' (forward), 5' TGGAGAT- 
TACnrrCAGTGCAGAA 3' (reverse), 5' TCACCCCTCCA- 
GAATCCAGACAACCA 3' (probe); SR-A: 5' CATGAACGA- 
GAGGATGCTGACT 3' (forward), 5^ 

GGAAGGGATGCTGTCATTGAA 3' (reverse), 5 
CAGTTCAGAATCCGTGAAATTTGACGCAC 3' (probe); 
and GAPDH: 5' CCACCCATGGCAAATTCC 3' (forward), 
5' TGGGATTTCCATTGATGACAAG 3' (reverse), 5' 
TGGCACCGTCAAGGCTGAGAACG 3' (probe). Equal 
amounts of cDNA were used in triplicate and ampli- 
fied with the Taqman Master Mix provided by 
Perkin-Elmer. Amplification efficiencies were vali- 
dated and normalized against GAPDH and 
nanograms of product were calculated using the 
standard curve method for quantitation against 
cDNA that was reverse transcribed from isolated aor- 
tas of LDLR-/' mice fed a 1.25% cholesterol and 21% 
milk-fat diet for 4 months. Total RNA that was not 
reverse transcribed was also analyzed to determine 
genomic DNA contamination. 

Statistical anafysis. Groups were compared by ANOVA 
and unpaired t tests using the StatView analysis pro- 
gram (SAS Institute Inc., Cay, North CaroUna, USA). 
Data are expressed as the mean plus or minus SEM. 

Results 

Intervention studies were performed in LDLR"'- mice 
fed a Western-style diet for 10 weeks, starting at age 
8-12 weeks. To reduce the possibility that effects of a 
single PPAR7ligand on atherosclerosis resulted from 
PPARy-independent mechanisms, two distinct PPARy 
agonists were used: rosigUtazone and GW7845. RosigU- 
tazone is amembcr of theTDZ dass of insuUn sensitiz- 
ers that was developed using rodent models of type 2 
diabetes. It has an effective concentration of 50% (ECso) 
for murine PPARyof 76 nM (33). GW7845 is a member 
of die tyrosine-based class of insulin sensitizers that was 
developed using human PPARyas a molecular target. It 
has an EC50 for murine PPARy of 1.2 nM (33). Both 
drugs are highly specific for PPARy, with EC50 for 
PPARa and PPAR5 in excess of 10 HM (33). We initially 
performed a pilot study using a calculated dose of 20 
mg rosiglitazone/kg/day to establish appropriate 
dietary cholesterol content and extent of atherosclero- 
sis. RosigUtazone exerted a significant antiatherogenic 
effect in male mice in this study, but not in female mice 
(data not shown). However, because the 1.25% added 
dietary cholesterol resulted in serum cholesterol levels 
in excess of 2,000 mg/dL, a potential protective effect in 
females could have been overwhelmed. Two subsequent 
intervention studies were rfierefore carried out in which 
the added cholesterol was reduced to 0.01%. Each exper- 
iment resulted in the same pattern of responses to 
dietary and drug treatments, and the data from the two 
studies were pooled to increase statistical power. 
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Table 1 

Average weights, cholesterol, triglyceride, andHDU'evels 



Weight 
g 



Toul Triglycerides H DU 
Cholesterol mg/dL mg/dL 
mg/dL 



Mates 

Control (/I = 10) 

T - 0 weeks 
T - 4 weeks 
T- 8 weeks 
T - 1 0 weeks 

Ro (rt-'12) 

T - 0 weeks 
T- 4 weeks 
T - 8 weeks 
T - 1 0 weeks 



GW7845 (if - 

T - 0 weeks 
T - 4 weeks 
T-8 wceitt 
T - 1 0 weeks 



10) 



24.4 ±0.8 


258±11 


128±17 




36.7 ±1.2 


1258±143 


1150±195 




38.9 ±1.3 


1552 ±83 


1279 ±170 


127±5 


42.5 ±1.4 


1549 ±89 


1226±153 


26.1 ±0.9 


245±10 


121 ±20 




36.7 ±1.3 


1258±103 


1150±265 




38.6 ±1.4 


1371±72 


1366±134 


115±4* 


40.4 ±1.3 


1440 ±69 


1541 ±126 


26.3 ±0.9 


249 ±9 


116±22 




33.5 ±3.5 


1275±168 


1406 ±276 




39.9 ±1.0 


1533 ±81 


1790 ±184 


123±3 


41.7 ±2.2 


1626±109 


1507 ±200 





Weight 




a 
B 


Females 




Control (n-10) 




T - 0 weeks 


19.0 ±0.7 


T - 4 weeks 


24.1 ± 1.9 


T - 8 weeks 


z/.Z X I.J 


T = 1 0 weeks 


28-4 1 1./ 


Ro(n"-10) 




T - 0 weeks 


20.4 ±0.5 


T • 4 weeks 


23.7 ±1.1 


T - 8 weeks 


27.6 ±1.1 


T - 1 0 weeks 


29.7 ±1.3 


CW7845 (/I - 7) 




T - 0 weeks 


20.0 ±0.8 


T - 4 weeks 


25.0 ±1.1 


T - 8 weeks 


28.6 ±1.2 


T - 1 0 weeks 


28.5 ±1.4 



Total 
Cholesterol 



Triglycerides 
mg/dL 



HDU 
mg/dL 



mg/dL 




235 1 12 


37 ± 12 


1053 ±97 


0 / O X ^-JO 


1211 ±68 






722 ± 241 


242 ±6 


47±11 


1027±6 


624 ±24 


1395 ±81 


1000 ±107 


1513±55* 


1251 ±69» 


232±11 


48±12 


1139±82 


927 ±145 


1395 ±90 


1049±131 


1449 ±136 


1228±157B 



n5±4 



96±3» 



104 ±4^ 



Data arc otprcssed as the mean ± SEM; n represents the number 
rostglitazone, */> < 0.05 and < 0.005, drug treatment group vs, 



of mice per group, 
. control group. 



I. Values were determined in plasma samples from nonfesting animals. Ro, 



At a dose of 20 mg/kg/day, rosiglitazone plasma lev- 
els averaged 6.4 plus or minus 0.06 \lg/mL in male mice 
and 5.1 plus or minus 0.69 p-g/mL in female mice at 10 
weeks. GW7845 levels averaged 3.2 plus or minus 039 
Hg/mL in male mice and 3.2 plus or minus 0.46 ^ig/mL 
in female mice after 10 weeks of treatment. These 
serum levels are sufficient to exert inhibitory effects on 
proinflammatory gene expression in vitro (29). All ani- 
mals appeared healthy throughout the study. Serum 
aspartate aminotransferase and alkaline phosphatase 
levels were used to ^sess potential hver toxicity and 
were not altered at the end of the study (data not 
shown). Histologic analysis of the bone marrow indi- 



cated a significant increase in percentage of marrow fat, 
and marked extramedullary hematopoiesis was 
observed in both male and female mice (data not 
shown). There were no significant changes in complete 
blood counts or hemoglobin. Data for body weight, 
total cholesterol, triglycerides, and HDU at specific 
time points are presented in Table 1. The body weights 
in all groups increased during the intervention period, 
but the relative weight gain in males was greater than 
that in females. The Western diet resulted in a marked 
increase in total cholesterol within 1 month; the total 
cholesterol then remained constant at approximately 
1,500 mg/dL in males. There was a slight increase in 



Table 2 

Average glucose, insulin, HbAic, NEFA levels 



Glucose 
mg/dL 



Males 

Control (ff- 10) 

T - 0 weeks 
T - 4 weeks 
T - 8 weeks 
T- 10 weeks 

Ro (/I-12) 
T - 0 weeks 
T - 4 weeks 
T - 8 weeks 
T- 10 weeks 
CW7845(/i- 10) 

T-0 weeks 317 ±8 

T-4wecks 211±13 

T- 8 weeks 204 ±14 

T-lOwceks 311 ±13 



307 ±20 
211 ±24 
245 ±14 
344 ±22 



282 ±13 
211 ±11 
207 ±8 
315±10 



Insulin 
ng/mL 



1.12±0-17 
1.38 ±0.25 
4.18 ±0.41. 
4,24 ±0.30 



0.95 ±0.08 
1.38±0.11 
2.03 ±0.44 
1.45±0.33» 



1.01 ±0.18 
1.54 ±0.49 
2.01 ±0.32 
1,65 ±0.36^ 



HbAu 
% 



NEFA 
mEq/L 
Females 
Control (rt- 10) 



Glucose 
mg/dL 



5.50 ±0.16 
5.62 ±0.11 
5.29 ± 0.07 
5.31 ±0.13 



5.46 ±0.11 
5.62 ±0.11 
5.08 ±0.1 3 
4.91 ±0.12* 



5.78 ±0.06 
5.76 ±0.11 
5.32 ±0.09 
4.81 ±0.16* 



0.60 ±0.06 



0.65 ± 0,04 



0.63 ±0.05 



T- 


0 weeks 


267±11 


T- 


4 weeks 


299 ±14 


T- 


8 weeks 


273 ± 21 


T- 


1 0 weeks 


347 ±16 


Ro(n-IO) 




T- 


0 weeks 


250 ±8 


T- 


4 weeks 


210±10 


T- 


8 weeks 


216±10 


T- 


1 0 weeks 


312±11 


CW7845 (n - 


7) 


T- 


0 weeks 


261 ±14 


T- 


4 weeks 


225±16 


T- 


8 weeks 


190±6 


T- 


1 0 weeks 


311±13 



Insulin 
ng/mL 



0.55 ±0.04 
1.48 ±0.18 
1.95 ±0.49 
1.44 ±0.30 



0.63 ±0.13 
0.75 ±0.05 
1.91 ±0.53 
0.93 ±0.33 



0.94 ±0.13 
1.07 ±0.15 
1.75 ±0.59 
1.29 ±0.37 



HbAic 
% 



5.57 ±0.1 5 
5.39 ±0.05 
4.96 ±0.10 
5.11 ±0.16 



5.39 ±0.15 
5.78 ±0.03 
4.94 ± 0.09 
4.87 ±0.07 



5.20 ±0.1 6 
5.47 ±0.12 
4.75 ±0.07 
4.80±0.16 



NEFA 
mEq/L 



0.64 ±0.06 



0.85 ±0.11 



0.81 ±0.08 



Data arc expressed as the mean ± ^tM\ ft represents tnc numuc, v — 

rosiglitazone. *P < 0.05 and < 0.005, drug treatment group vs. control group. 



determined in plasma samples from nonfasting animals. Ro, 
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cholesterol levels of treated females, but this effect only 
reached statistical significance (P - 0.05) in the rosigli- 
tazone treatment group after 10 weeks. Triglycerides 
were significantly increased and HDLc levels were 
decreased in female mice treated with rosiglirazone or 
GW7845. A decrease in HDU levels was seen in male 
mice treated with rosiglitazone only. 

PPARyUgands inhibit the development of atherosclerosis in 
fnale mice. Atherosclerosis at the aortic origin was deter- 
mined by computer-assisted image analysis as 
described previously (32). Male and female control ani- 
mals exhibited similar levels of atherosclerosis. Lesions 
were observed underneath most of the valve 
leaflets, with some lesions exhibiting areas of ^ 
central necrosis (Figure la). Macroscopical- 
ly detectable lesions were generally absent 
from the thoracic or abdominal aorta (data 
not shown). Markedly fewer and smaller 
lesions were found in male mice that were 
treated with either rosiglitazone or GW7845, 
with quantitative analysis indicating a 60 to 
80% reduction in lesion area (Figure lb). In 
contrast, the extent of atherosclerosis in 
female mice treated with either rosiglitazone 
or GW784S was not statistically different 
from that in control mice, confirming the 
findings of the initial pilot study. 

Metabolic e^cts of PPARyUgands, To investi- 
gate possible mechanisms accounting for 
antiatherogenic effects of PPARy ligands in 
male mice and lack of these effects in female 
mice, lipoprotein levels were evaluated in 
control and treatment groups. Fast-per- 
formance liquid chromatography (FPLC) 
analysis of pooled terminal serum samples 
indicated rfiat GW7845 and rosiglitazone 
had no effect on the lipoprotein profile in 
male mice (Figure 2a). In contrast, in female 
mice the VLDL, IDL, and LDL fractions were 
increased and the HDL fraction decreased in 
both the rosiglitazone and GW7845 treat- 
ment groups (Figure 2b). 

Effects of PPARy ligands on serum glu- 
cose, insulin, HbAu, and NEFA levels are 
presented in Table 2. The Western diet itself 
did not significantly alter glucose, HbAic, 
or NEFA levels, but insulin levels rose in 
both male and female mice. Rosiglitazone 
and GW7845 treatment resulted in a sig- 
nificant decrease in insulin levels in male 
mice but had no significant effect on 
insulin levels in female mice (Table 2). 
HbAu decreased in males created with 
rosiglitazone and GW7845. 

To further investigate the effects of rosigli- 
tazone and GW7845 on glucose homeosta- 
sis, the response to an oral glucose challenge 
was assessed in LDLR"/" mice fed the West- 
ern diet for 8 weeks. LDLR"/' mice fed a nor- 



mal chow diet were used as additional control groups. 
Mice were fasted for 4 hours before being given an oral 
glucose load of 0.75 mg/g. Blood samples were taken at 
0. 15, 30, 60, and 90 minutes for measurement of glu- 
cose Ind insulin levels. In male mice, the Western diet 
had relatively litde effect on glucose levels in response 
to the oral glucose challenge (Figure 3a). In female 
mice, after glucose administration, the Western diet 
resulted in modest elevations in glucose that were nor- 
malized by treatment with either rosiglitazone or 
GW7845 (Figure 3b). Striking differences in the insulin 
responses to oral glucose challenge were noted between 
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Figure 1 

Atherosclerosis in LDtR"/- mice fed a high-fet, cholesterol-enriched Western diet 
for 10 weeks, (a) Sections through the aortic root at the levels of the aortic valves 
were stained forelastin to highlight the medial boundaries of atherosclerotic 
lesions, (b) Quantitative analysis of lesion areas in control mice (C), mice treat- 
ed with rosiglitazone (Ro), and mice treated with CW7845 (QW), For male mice, 
means ± SEM were: C, 0.161 ± 0.067 mmVscction (n - 10); Ro, 0.037 ± 0.014 
mmVsection (n - 12); CW, 0.063 t 0.027 mmVscccion (n - 10). For female 
mice, means ± SEM were: C, 0.131 ± 0.035 mmVsection (n - 10); Ro, 0.183 ± 
0.0.088 mmVsection (ft " 10); GW, 0.18U0.0091 mmVsection (n - 10). NS, 
not statistically significant. 



The Journal of Clinical Invesrigarion | August 2000 | Volume 106 | Number 4 



527 



male and female mice treated with rosiglitazone and 
GW7845.The Western diet resulted in increased fast- 
ing insulin levels in both male and female mice (Figure 
3, c and d), compared with the chow-fed controls. 
Treatment with rosiglitazone or GW7845 resulted in 
normalization of the fasting insulin levels and the 
insulin response to glucose challenge in male mice, but 
not in female mice (Figure 3, c and d), consistent with 
changes in insuhn levels observed in the intervention 

studies (Table 2). 
Ejects ofPPARyligands on gene expression.To investigate 

potential effects of PPARy ligands on patterns of gene 
expression within the arterial wall, RNA analysis was 
performed in LDLRV- mice fed a Western diet for 10 
weeks in the absence or presence of rosiglitazone or 
GW7845 as described for the intervention studies. RNA 
was isolated from the base of the heart containing the 
aortic origin affected by atherosclerosis and analyzed 
for TNF-o, MCP-1, VCAM-1, and gelatinase B mRNA 
levels, using quantitative real-time PGR TNF-a and 
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Figure 2 

Size distribution oflipoprotein particles in LDLR-'- mice fed a high- 
fat, cholesterol-enriched diet and treated with solvent (control; dia- 
monds), rosiglitazone (squares), or CW7845 (triangles) for 10 
weeks. Plasma was pooled from four mice from each treatment 
group and fractionated by FPLC. Mean cholesterol content in each 
fraction was determined in duplicate. 



gelatinase B mRNA levels were significantly lower m 
male mice treated with rosiglitazone or G W7845 (Fig- 
ure 4). Decreases in TNF-a and gelatinase B were small- 
er in female mice and did not reach statistical signifi- 
cance in the case of gelatinase B. Levels of VCAM-1 and 
MCP-1, which are thought to be involved in monocyte 
adhesion to the vessel wall and migration into the 
lesion, respectively (34), did not change significantly 
among the groups (Figure 4). Reductions in TNF-a 
and gelatinase B mRNA levels were also observed in 
RNA prepared from the apex of the heart, suggesting 
general effects of die PPARy ligands (data not shown). 
Differences in the responses of TNF-a and gelatinase B 
genes to PPARy ligand between male and female mice 
were not likely due to differences in PPARy expression, 
because PPARy mRNA levels were approximately two 
times higher in female tissues (data not shown). 

Because there were significant differences in lesion 
size in male controls and animals treated with sol- 
vent, rosiglitazone, or GW7845, we also investigated 
whether PPARy ligands altered levels of gene expres- 
sion in the artery wall under conditions of equivalent 
degrees of atherosclerosis. LDLR"/" male mice were 
fed a 1.25% cholesterol and 21% milk-fat diet for 16 
weeks to induce significant atherosclerosis in the aor- 
tic arch. Mice were then treated with rosiglitazone, 
GW7845, or control solvent for 2 weeks while main- 
taining the high-fat, high-cholesterol diet. Aortas 
were dissected and weighed to confirm comparable 
levels of atherosclerosis (35). As an additional control 
group, mRNA was isolated from aortas of normoc- 
holesterolemic animals. The aortas from each group 
were pooled, and mRNA was isolated for analysis of 
macrosialin, CD36, SR-A, MCP-1, TNF-a, and 
VCAM-1 gene expression (Figure 5). Macrosialin is a 
macrophage-specific membrane glycoprotein that 
serves as a marker of tissue macrophages (36). 
Macrosialin expression was low in normal aortas and 
markedly increased in atherosclerotic aortas, as 
expected. Macrosialin levels were not significantly 
altered by 2 weeks of treatment with rosiglitazone or 
GW7845, consistent with our observation that 
PPARy ligands do not alter macrosialin expression in 
peritoneal macrophages (data not shown) and 
reflecting comparable levels of atherosclerosis in 
these three groups, SR-A and MCP-1 mRNA levels 
were also elevated in atherosclerotic aortas, as expect- 
ed. Surprisingly, the mRNA levels for VCAM-1 
remained unchanged. In contrast to previous find- 
ings in cell-culture models (29, 37), mRNA levels for 
these genes were not decreased by treatment with 
PPARy ligands. However, treatment with rosiglita- 
zone or GW784S significantly increased CD36 
expression and inhibited TNF-a expression, indicat- 
ing actions of PPARy on gene expression in the artery 
wall. The effects on CD36 expression were tissue spe- 
cific, because no increase in CD36 expression was 
observed in cardiac tissue of mice treated with rosigli- 
tazone or GW7845 (data not shown). 
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Figure 3 

Glucose and insulin responses to an oral glu- 
cose challenge in LDLR"/' mice fed the normal 
chow (circles); high-fet. cholesterol-enriched 
diet and solvent (control; diamonds); rosigli- 
cazone (squares); or GW7845 (triangles). 
Blood glucose and plasma insulin levels were 
determined at base line (after a 4-hour fast) 
and 15, 30, 60, and 90 minutes after oral 
administration of 0.75 mg glucose/g body 
weight. Samples were taken from eight ani- 
mals per group. Data are expressed as the 
mean t SEM, ^P< 0.0001, »P < 0.002, < 
0.015, and '^P < 0.04, drug treatment group 
vs. control group. 
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Discussion 

The present studies demonstrate that PPARyligands 
significantly inhibit the development of atheroscle- 
rosis in LDLR-/- male mice fed a Western-style diet. 
These mice, in addition to being hypercholes- 
terolemic, were obese, hypertriglyccridemic, and 
insulin resistant. They thus exhibit clinical features 
of many human diabetic patients who are candidates 
for treatment with PPARy ligands. Rosiglitazone and 
GW7845 reduced the extent of atherosclerosis 
despite a significant increase in the expression of 
CD36 in the vessel wall. These observations suggest 
that the potential of PPARy ligands to promote the 
development of foam cells by upregulation of CD36 
is overcome by other systemic and local actions. Sev- 
eral mechanisms could potentially account for the 
net antiatherosclerotic effects of rosiglitazone and 
GW7845. A number of proinflammatory cytokines, 
including TNF-a, IL-la, and IL-lp, have been sug- 
gested to promote the development of atherosclero- 
sis (38). Systemic reductions in the circulating levels 
of these cytokines or reductions in their expression 
within cells of the artery wall could pocenrially 
underlie at least some of the antiatherosclerotic 
effects of rosightazone and GW7845. Although pre- 
vious studies have suggested effects of PPARyligands 
on MCP-1 expression in macrophages and smooth 
muscle cells and VCAM-1 expression in endothelial 
cells (18, 39-41), we did not observe significant alter- 



ations in VCAM-1 or MCP-1 expression in mice treat- 
ed with PPARy agonists. This may reflect the cellular 
heterogeneity of the aortic origin and vessel wall 
from which RNA was isolated for analysis. The 
antiatherogenic effects of rosightazone and GW7845 
in male mice also correlated with improved insulin 
sensitivity. However, to date, no experimental evi- 
dence for a direct influence of insuHn resistance on 
atherosclerosis has been provided in humans or 
murine models (42). Further investigation will be 
required to establish the major mechanisms underly- 
ing the therapeutic effects of PPARyligands in this 
model system. 

Intriguingly, female mice did not exhibit a reduc- 
tion in atherosclerosis in response to PPARy-spe- 
cific ligands. This lack of a response was not due to 
altered drug levels or differences in levels of PPARy 
expression in the artery wall. Rosiglitazone and 
GW7845 were less effective in correcting hyperin- 
sulinemia in female mice and did not influence the 
expression of gelatinase B or TNF-a in tissues. In 
contrast to male mice, PPARyligands altered the 
lipoprotein size distribution in female mice, reduc- 
ing HDL levels and skewing the profile to larger 
particles. Reductions in HDL levels could poten- 
tially account for lack of effect of rosiglitazone and 
GW7845 on the extent of atherosclerosis, but the 
lack of effect on gelatinase B and TNF-a levels sug- 
gest gender-specific differences in the responses to 
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Figure 4 

Expression ofTNF-a, MCP-1, VCAM-I, and gelatinase B mRNA 
in the aortic root. The mRNA levels were quancicaced using real- 
time RT-PCR. Six to seven samples per group were analyzed. 
control; Ro, rosiglitazone; CW, eW7845. Data are expressed as 
mean ± SEM. *P < 0.05, »P < 0.01, and < 0.001, drug treat- 
ment groups vs. cholesterol group. 



PPARy ligands. The basis for these differences is 
unclear, but they are likely to relate to influences of 
estrogens and progestins. Consistent with this, pre- 
liminary studies of ovariectomized female mice 
indicate metabolic responses to rosiglitazone and 
GW7845 that are much more similar to male mice. 
Studies of the efficacy of TZDs as insulin sensitiz- 
ers in human diabetic patients have not revealed 
any significant gender-specific differences, but 
most female patients enrolled in these studies are 
postmenopausal. 

In concert, these studies provide clear evidence that 
activation of PPARy inhibits the development of ather- 
osclerosis in a murine model. These effects were 
observed using relatively high doses of PPARy ligands 
rfiat also induced adipogenesis in bone marrow and sec- 
ondary extrameduUary hematopoiesis. Extending this 
proof of principle to human populations will require 
clinical investigation in diabetic and nondiabetic 
patients. Because the PPARy agonists used in these stud- 
ies exerted both potentially antiatherogenic (e.g., down- 
regulation of TNF-a) and potentially proatherogcnic 
(e.g.> upregulation of CD36) effects on patterns of gene 
expression in the artery wall, the development of novel 
PPARy ligands that dissociate proatherogcnic activities 
from antidiabetic and antiatherogenic activities would 
be highly desirable. Recent successes in the development 
of selective estrogen receptor modulators (43) suggest 
that such goals are attainable. 
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Figure 5 

Expression of macrosialin, CD36, SR-A, MCP-1,TNF-a, and VCAM- 
1 mRNA in the aorta. Male LDLR /" mice were fed either a normal 
chow diet (N) or a high-cholesterol diet for 4 months to induce the 
development of atherosclerosis (Athero). Animals fed the high-cho- 
lescerol diet were then treated with either solvent control, rosiglita- 
zone, orCV^874S for 2 weeks. The mRNA levels were quantitated 
using real-time RT-PCR. Data represent pooled aortas with an aver- 
age weight of 3.86 ±0.16 mg/aorta for normal chow (N) (n - 1 1 ); 
5.75 ± 0.67 mg/aorta for high cholesterol {C){n - 6); 5.67 ± 0.56 
mg/aorta for high cholesterol/rosiglicazone ( Ro) {n - 6); and 5.80 ± 
0.70 mg/aorta for high cholcstcrol/CW7845 (GW) (/» - 6). Data are 
in triplicates and expressed as mean t SEM. 
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Chronic treatment with nitric oxide-releasing aspirin 
reduces plasma low-density lipoprotein oxidation and 
oxidative stress, arterial oxidation-specific epitopes, 
and atherogenesis in hypercholesterolemic mice 

Mario Condorelii*, and William C Sessa* 

Anesthesiology. UniVersity of Novara,28tOONovaraJtaly , . ^ x 

pirin (MO-asplrin. NCX^016) In comparison with «gular asp^n o^ ^mLisSn of vUamin E (7. 9). Thus, compounds with 

Jiacebo on *e development of a chronic <^»^.l^^^;^^^^^ ^rties may redice downstream effects induced 

sdero* we« Investigated in by S oxidation in the arterial waU. and this phenomenon 

lipoprotein(U)U-receptorvdeficientmice.Maleinlcev«erea«^^^ "o„M retard the DfOEression of atherosclerosis, 

randomly to receh/e In a volume of 10 ml/kg either placebo (» - P^^^^ we evaluated the antioxidant 

?3rrg/Kg/dayNO.spIrln(n = 10) orismg^^^^^^ J^^^Z T^TnZ .c«npoun6s and found that 

cantiyaortlcleslons(-5.1 *2-3'4><«>'«l«'t?^.^«?^Tl* oridSn^d systemic oxidative stress. NO- 

0.867; not significant (NS)1. Furthermore. NO-aspIri" /ed«»d s^ Pi?^f„ Jf ijriS'SS^W) isTdnig well characterized in vitro 

L atherosclerosis (ref . 1 and reviewed m refs. 2-4). Several ^rol and ^ 'mossed with C57BL/6J mice 

lines of evidence indicate that restormg mtnc ox de (N0> ^ \ ^D^r^^^^^^^ elevated plasma 

mediated signaling pathways m «<hero cleroUc ax ene^^^^^^ cholSrieS'fSr^^^^ mg/dl) when fed regular mouse 

decrease the disease (2-4). The ««^enUal fmdmgs are that the choteterol /^^^j F ,,4,es,erol levels are easily 

creased synthesis of endogenous antioxidants or down-regulate 

genesis ireviewea ui rcij.. . ; , .j-naiing >K«j.edu. 



ox"dation may promote per se activation of several signaling 
wv»»>r.pnM.ofg/egl/*>l/10.1073/pnai.192244499 
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nf «o.nn «iema- n = 10), or placebo (saline vehicle) given by 
S^SfSrig doses were chosen on the basis of previous 
ftudf« S (I2; 16. 17) and did not affect blood pressure in 
miSli^d by tai cuff (P = NS. not shown). At the end of 
Se sS^micc were killed with a lethal dose of sodmm 
pentStal and in situ fixation of the aorta at physiolo^c 
SrSTllOO mmHg (1 mmHg = 33 Pa)] «as Performed w.th 
PBS/parafonnaldehyde (4%. 0.1 mol/l.ter. pH 7-3) for h^tol^ 
oar and normal saline for immunohistochemistry (see below). 

PlasnwDeteroinationand LDLOx.dation. Blood was collected atthe 
time of killing into Eppendorf tubes w.th 1 ,f M Na^EDTA^ 
Plasma cholesterol was determined enzymatica ly (18. 19|^^^^ 
particles (d = 1.0O6 - 1.063 g/ml) were isolated from 2 ml of 
S plasma from two animals of each group by /equentml- 
densto Sltiacentrifugation (18, 19). The protem conten of LDL 
w^m^SS by thi method of Lowry (20). Suscept.b.1.^ 0 
LDL^^ oxidation was induced by 1 ^ copper sulfate at 
ire tolTh, as described (18, 19, 21). At the end of the 
incubation, the formation of thiobarbituric acid reactive sub- 
determined by the thiobarbituric aad method as 
dSed (18, 19, 21). Lag-time was determmed by momtonng 
?hlS« measured at 234 nm in the absorbance and 0^^^^ 
at roomfemperature (23-C) every 10 min for a ^nod of 4 h (19. 
21) Measur^ent of the isoprostane 8-epi-FGFj punfied from 
nlisma Mmples was made by using a commercially arable 
SSoS (Cayman Chemical. Ann Arbor, MI) accordmg to 
the manufacturer's instructions. 

M«nthnmetrk Assessment of Lesions and ImmunohWothenibtry of 
KS^nSca^rta was dissected, cjeanedofacfter^^ 
S a^d^a, cut open, washed thoroughly wiA cold s enle PBS 
contetoing 2 mM EOTA. placed in iceK»ld PBS wntauning 50 
aMb3t«l hydroxytolurne. 0.001% aprotinin^SO mM EDTA, 
S ftS cMoraSphenicol. and equilibrated w^ mUogen 
ao 11 22. 23). Each arterial segment then was dwidedmto ^wo 
p«is 6ne of tfiese was immersed in cysteine P^S^J^^'^r 
zoHdLie-4^rboxylate (5 mM)-containing medium (Dako, Mi- 
SSfl^h fro^n in liquid nitrogen; 7-Mm-thick sections were 
takinnd prepared wiJh a cryotome for computer-assisted 
S^^hometric determination of Upjd-rich 'fW^O "Jl^. 
sections from arteries were stajned mA o J red-O and comity 
stained with hematoxylin), as descnbed m detail (10, 16. 
STlSie second part of each arterial segment was fixed m 
Sfcre^ m formalin and paraffin embedded; 1^15 senal 
sections (S-ym thickness) were prepared for immunoh.^hem- 
^7(10.11716,22.23). Duplicateserialsectionsof thefixedand 
SfinUmbedded arterial segments were immunostained with 
K mS monoclonal antibody against oxidation-specific- 
lysine and oxidized phospholipid epitopes of o't-LDl^ ^"^ 
F4/80 a monoclonal antibody against mouse monocyte/mac- 
^/h^^rrived foam ceUs (10. 11.16. 22, 2?). Ant.bod.e^ were 
usedTt a dilution of 1:500. Epitopes recognized by the pnmanr 
antibody were detected by an avidin-biotm-peroxidase comput- 
er-assisted method (10, U, 16, 22, 23). 

Statistical Analysis. Results are expressed as mean ± SEM. 
Elation of the atherogenesis and the imnnunohistoche^^^^^^^ 
were performed in a blinded way regardmg the treatment given 
to mice. A Student's t test was used to <=0'«Pa>-e f "^rencw 
among groups. Statistical significance was defined as F < U.U3. 

Results 

lipid Profile. Plasma cholesterol levels weresimilarar^^^^ 
of LDL-receplor-deficient mice (724 ± 68 mg/dl, 746 ± 72 and 
738 * 57 in placebo, NCX-4016 and aspirin-treated groups, 
resoc^tively; P= NS for all comparisons). Similarly, plasma 
tri^ride levels were comparable in all three groups of mice 

1246B I w»w.pnaJ.or9/cgl/doi/10.1073/pna$.192244499 
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Fi« 1 Effects of various treatmenU on atherosflerotk lesion area In male . 

D^-^pto^eficlent mice after 12 weeks of treatment with P'«ebo ^g- 
,7 Mn„„/i,„\ or eauimolardose$ of nitric oxide-releasing aspirin 
t^J^: 0 :g%?'Me:ri^n are, of oil-red 0-sta.ned sect.«.s was 

al^Scom^t^-assistedimaglng analysis Resultsareex^ 
"1^* SEM of the aortk lesions of 10 animals from each group. '.P< 0.01 
VS. placebo-treated mice. 

(165 ± 22 mg/dl, 172 ± 32. and 170 ±28 « P'«<=e^«> JJfX^^^^i 
and aspirin-treated groups, respectively; F - NS for all 

comparisons). 

Evaluation of Atherogenesis. Computer-assisted imaging analysis 
evSed tlSt 30 mg/kg of NCX-4016 reduced the aomc oimu- 
ative lesion area by 39.8 ± 123% compared witt tjat the 
olaccbo (P < 0.001). In another set of experiments (n - 5), 30 
me/ke of NCX-4016 reduced the aortic cumulatwe lesion area 
bv 24 1 ± 10.8% (P = 0589, NS). The equimolar dose of aspinn 
a8 me/kg) did not reduce significantly aortic Iwions (-51- 
2 3%) compared with the placebo (P = 0.867, NS; F.g 1). F^. 
2 sh^ some examples of ^gh magnificat,oi« of od^ed (> 
stained aorta of a placebo-tteated mouse (A) and NCX-4016- 
Sed mouse (B). The reduction of the atherosclerotic esions 
™uSed witi, a marked decrease in the thickness of lesions 
(oa-red O staining) of a NCX-4016-treated mouse in comparison 
to the placebo-treated mouse (C). 

lmmunohistochemistry.Micetreatedwith30mg/kg/day^^^^ 
4016 revealed a significant decrease of mumal macrophages- 
S foam cells (-28.3 ± 10.2% of F4/80-positn-e s^tenal 
s^ons, P < 0.05 vs. P«acebo-treated group) and oxidauon- 
soecific epitopes of oxidized LDL by (-35.8 ± 11.97<. 01 
ftsil^Se arterial section,P<0.01 vs. placebo-treated gr^^^^^^ 
Fin 3) Thus, NCX-4016 significantly reduced Uie expression of 
oxida ion-specific epitopes and macrophage accumulation in the 
arterial wall compared with that of the placebo-treated group as 
well as aspirin-treated group. 

Effect of Different TreatmcnU on Masma LDL 
dative Stress. Treatment with 30 mg/kg/day of NCX.4016 
reduced significantiy plasma LDL oxidation and ^temic ox - 
dative stre^ compared witii both placebo and, to a lessee extent 
aspirin (Table 1) This reduction of plasma LDL oxidation was 
Kn by significant reduction ofLDLmalondiadehyde conten 

of around 40% {P < 0.001 vs. placebo; P < 0.04 vs asp'rm . as 
well as by the prolongation of lag-time of oxidizabili y of around 
mo {P < 0.01 vs. placebo; P < 0.05 vs. aspinn). In the same 
group of mice above (n = 5) treated with 10 mg/kg of NCX- 
4016; the compound reduced LDL malondialdehyde content to 

193 ± 4.0 nmol/mg of protein (P < O-^^ P^^^^^J'^ ns'Js 
vs. aspirin) and LDL lag-time reached 120 ± 33 min (P - Ni vs. 

Na poll era'. 



indicate the degree of staining In relation to the Intima. 

placebo and aspirin). Similarly. PI^^™^Vv Smffrirn 
duced significantly by treatment with NCX-4016 (Table 1). 

Discussion .. . 

Our article demonstrates that chronic delivery of NO achieved 
wUh the NO-releasing aspirin significantly attenuates the devel- 



r:la-n9 0,.da«on.p^.«ce^^^^^ 

^e negX immunostalnlng (brown) in Cand f appears ,n blue. 

* o. r-hrnnic disease such as atherosclerosis in \rj^e,x- 
SSLrlmtSL^yor-defidentm^^^^^^^^ 
Dlasma cholesterol levels. The enhancement of .the NO pathway 
Safplay an important role in antiatherogenic effect of NO- 

aspirin (reviewed m ref. 4). Tliis 
strates ttiat in parallel to the attenuation of/"'«>f'«f?!f 
SasoWn reduced the susceptibility ex yn>o of plasma LDL to 
SSe mScation andsysiemicoxidativcstressmeasuredby 

S^^TfeoproSes. Isopr^ane levels are a well recognized 
fnSor oxidative stress in animal models and m humans 
24 Cioxi^t protection could be related to the «:avenging 
icSiS^^ree radicals by NO-containing aspirin both m plasma 
and iJ^e atrial wall. Superoxide anion and NO are known to 
reacrraSdly to form the stable peroxynitrite anion, and per- 
oSnitSfe decomposition generates a strong oxidant with reac- 
riviSmilar to hVdroxyl radical (25). However the cau al ole 
S^^^^itrite in atherogenesis is not "♦''Wished. Neverthd^^^ 
the properties of NO-releasing aspirin can also affect multiple 
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Dathwav are now available (reviewed m ref. 26). Further stuat^ 
shiKaluate whether these newly developed compouncb^ 
cltoSw used drugs, or other NO-donors could be helpful in 
rlTaSg alrosd;rotic lesion formation and its d.n.cal 

'^oSiive modification of LDL plays a crucial role in human 
eaSjattieroXotic lesions (22, 23, 27) leading to atheroscle- 
ros^Kdiseases(5.6).Somestudies(28)alsodemonstraed 

Ae^rtant role of inhibition of LDL oxidation on the 
ZcSon of atherosclerosis in hypercholesterolemic mice. In 
U^^^msmi, we showed ihatNCX-4016reducedformaUo^ 

S^Kterial wall of oxidation-specific epitoi^ of o^toed 
uZtbus, NCX-4016 has a potent antioxidant effect also m the 
iS«^«otic lesions of mice probably by means of sca^ngmg 
ofSical-induced oxidation of LDL also m the artenj wall. 
Oxidized LDLmay induce apoptosis in hunjan coro"an^cells (7, 
S^S phenomenon may favor the development of un^t^te 
atherosclerotic lesions (7, 8). However. «P°P«°J 
phages also may reduce a potential source of mediators which 
ca^contribute to destabilizing the P^q"%(«;f- "I'S I 
loproteinases and MCP-1). Nevertheless, the reduction of oxi- 
dat^ess in vivo could also attenuate the degree of unstable 
S^^m another experimental setting, we showed recen^ 
?hat NeX-4016 reduced restenosis after artenal injury and 
SLS«depositioninhyperchoIesterolemicmice(_^^^^^^^^ 

a«5rats (17), perhaps, at least in part, through its antioxidant 
K¥l^Sp«per«^may be particularly usefdwhenapphe^ 

tolSerchoMemic or elderly patients. Ob"0.^' 
chronic development of atherosclerosis is a completely different 
Swhysiolorical condition from restenosis after artenal in- 
fuW Eei restenotic inflammatory lesions already appear 
E dSftem the arterial injury. In the present study, we 
Save abo shown that the. antiatherogenic effect was coupled to 
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Lymphocytes are prominent components of human atherosclerotic lesions, but their presence in 
murine models of disease has not been confirmed. Lymphocyte subpopulations have been 
identified in apoB -/- and LDL receptor -/- mice fed a cholesterol-enriched diet for up to 3 
months. ApoE -/- mice had higher serum cholesterol concentrations than did LDL receptor -/- 
mice during most of the feeding period, primarily due to large increases in VLDL concentrations. 
Total area of atherosclerotic lesions was greater at all times in apoE -/- than LDL receptor -/- 
mice (lesion area after 3 months on cholesterol-enriched diet: apoE -/-, 993±193 and LDL 
receptor -/-, 560±131 \imhld^, mean±SEM, n=6 in each group). Lesions in apoE -/- mice 
contained larger macrophage-rich necrotic cores and more calcification than did those in LDL 
receptor-/- mice. Immunocytochemical analyses of tissue sections of ascending aortas performed 
with monoclonal antibodies to T and B lymphocytes and macrophages revealed that T 
lymphocytes immunoreactive for Thy 1 .2, CDS, CD4, and CDS were observed in lesions fi-om 
both strains, but no B lymphocytes were detected. The density of Thy 1 .l" T lymphocytes m 
lesions was greatest at 1 month (apoE -/-. 98±23 and LDL receptor -/-, 201±40 
lymphocytesW, n=6 in each group), decreasing in apoE -/- mice to 12±3 and in LDL receptor 
-/- mice to 51±20 lymphocytes/mm^ at 3 months. The presence of T lymphocytes in murme 
atherosclerotic lesions makes these animals potentially useful for studying the involvement of the 
immune system in atherogenesis. 

Key Words: atherosclerosis • murine model • T lymphocytes • immunohistochemistry 
Cellular processes that occur during human atherogenesis may be examined by using animal 
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models of atherosclerosis that simulate human disease. The PDAY studyi established similarities 
in the evolution of atherosclerotic disease in humans and Watanabe heritable hyperlipidemic 
rabbits, cholesterol-fed rabbits ^ i and rhesus monkeys.^ fa addition, initial studies with 
cholesterol-fed C57BL/6J mice have led to the increasing use of mice in the study of events m 
atherogenesis.^ More recently, genetically modified mice deficient in either apoE- or LDL 
receptors^ have become available. ApoE-deficient mice are grossly hypercholesterolemic and 
spontaneously develop atherosclerosis that has the morphological characteristics of human 
diseas^io U . disease development is accelerated by feeding these mice cholesterol-emiched 
diets LDL receptor deficiency in mice produces only a mild increase in plasma cholesterol 
concentrations but imparts an increased responsiveness to cholesterol-enriched diets, leading to 
pronounced atherosclerotic lesion development.— 

Atherosclerotic lesions are mostly made up of macrophages jid^ooth muscle ^ut Acre is 
increasingrecognitionofthepresenceofTlymphocytes.i5i^^^BothCD4 andCDS T 

lymphocytes are present at all stages of development of human lesions. These T 
lymphocytes are activated, as judged from the presence of activation markers^! and expression of 
MHC class n antigens on adjacent smooth muscle ceUs.^^ Expression of MHC class U is induced 
by the T lymphocyt^erived cytokine interferon gamma, which is detectable m lesions. 1 
lymphocytes in atherosclerotic lesions are polyclonal in origin.^^ The foil spectrum of antigens 
against which T lymphocytes are directed has not been elucidated, but it is known that oxidized ^ ^ 
LDL activates a small subset.2^ b lymphocytes are also found in human atherosclerotic lesions.- 

27 

The role of the immune system in atherogenesis is controversial. Lesions that develop in 
cholesterol-fed rabbits contain T lymphocytes that may be active participants m lesion formation 
since mmiunosuppressionresults m enhancement of the atherogenic process.- The seventy of 
atherosclerotic lesions is also increased in immune-suppressed^S and MHC class I-deficient 
C57BL/6J mice2fl fed a cholesterol-enriched diet. However, in contrast to lesions in 
hypercholesterolemic rabbits, lymphocytes have not been detected in murine atheroscleroUc 
lesions 2i Studies to define the role of the rnimune system in atherogenesis reqmre an animal 
model in which T lymphocytes are present in lesions, as they are m human disease. We therefore 
used monoclonal antibodies to evaluate whether lymphocytes are present m atherosclerotic 
lesions of cholesterol-fed apoE -/- and LDL receptor -/- mice. Immmiostaimng for Thy 1 .2. CD5 
CD4 and CDS was positive in atherosclerotic lesions in both strains of mice, although the density 
of T lymphocytes in each strain differed markedly. The presence of lymphocytes m 
atherosclerotic lesions of these mice makes them valuable for the study of therole of the mmiune 
system in atherogenesis. 

Methods 

LDrreceptor -/- and apoE -/- mice (8 female and 10 male in each group) were obtained from 
Jackson Laboratories. Both strains of mice were originally generated as C57BL/6JxC129 hybnds. 
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and mice used in this study were backcrossed six generations into a C57BL/6J background Mice 
were housed in specific pathogen-free rooms and fed a normal mouse laboratory diet (Ralston 
Purina) until they were 6 weeks of age, after which they were fed adiet containing 1.25 /o 
cholesterol, 0.5% cholic acid, and 15% fat (Harlan Teklad, catalogue No. 88051) for up to 3 
months. All procedures were approved by the Washington University Animal Studies Committee. 

Removal of Aortas and Blood Samples 

Six mice of each strain were selected after 1, 2. and 3 months on a high-cholesterol diet. 
Nonfesting animals were anesthetized by metaphane inhalation (Pitman-Moore), bled retro- 
orbitally, and killed by cervical dislocation. Hearts were removed en bloc and placed m ice-cold 
Ringer's lactate, washed free of blood, and embedded and frozen in optimal cutting temperature 
compound (Tissue Tek). Sections of aorta (10 jim) were cut on a cryostat^ and placed on Probe- 
on-Plus microscope slides (Fisher Scientific). Serum was separated from whole blood by 
centrifiigation and stored at 4°C. 

Serum Cholesterol Concentrations and Lipoprotein Cholesterol Distribution 

Serum concentrations of total cholesterol were measured by using an enzyme-based colonmetnc 
assay (Wako Chemical Co). Lipoprotein cholesterol distributions were determined by fast- 
perfomiance liquid chromatography of pooled serum samples from all six mice in each group 
after 3 months of feeding.^^ 

Histology and Immunocytochemistry 

Frozen sections were fixed in acetone for 5 minutes. Macrophages were detected with anti-mouse 
monoclonal antibody MOMA-2 (rat IgG2b, Serotec). All lymphocyte antibodies were mitially 
screened for their ability to stain cells in splenic tissue (positive control). T lymphocytes were 
immunostained with monoclonal antibodies to murine CD5 (clone 57-7.3, rat IgG2,K, Life 
Technologies), Thy 1 .2 (clone 30-H12, rat IgG^^, Collaborative Biomedical Products, and clone 
AT83A rat IgM. Dr Osami Kanagawa. Washington University). CD8 (clone YTS 105.18. rat 
IgG2,. Serotec), and CD4 (clone GKl .5, rat IgG, Dr Osami Kanagawa). Tissue sections were 
blocked with nonimmmie rabbit serum. The secondary antibody was an affmity-purified. mouse 
serum-adsorbed, biotinylated rabbit anti-rat IgG (BA 4001 . Vector Laboratories). 

Immunocytochemical analysis was performed by using a Fisher MicroProbe system and 
Vectastain Elite ABC kits (Vector). Negative confrols were obtained with isotype-matched 
irrelevant antibodies or no primary antibody, hmnunoreactivity was visualized by using 3-amino 
9-ethyl carbazole (Biomeda Corp), which fomis a red precipitate. Accmnulation of neufral lipid 

in lesions was visualized by staining with oil red O. Tissue sections were counterstamed with 
aqueous hematoxylin (Biomeda). 

Quantification of Lesion Areas and Numbers of T Lymphocytes 

Consecutive lO-^m-thick aortic cross sections were cut, begimiing at the most proximal part of 
the aortic sinus.fi Sections were placed consecutively on each of eight separate slides, after which 
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the ninth section was placed on the first sUde, next to the first section, continuing for 48 sections. 
A single slide, upon which were six aortic cross sections fi-om each mouse, was analyzed for 
lesion dimensions and for any given stain or immunostain. Total atherosclerotic lesion area and 
numbers of Thy 1.2+ lymphocytes were quantified by using an image-analysis system consistmg 
of a Nikon Optiphot-2 microscope attached to a Javelin JE3462 high-resolution camera and a 
personal computer equipped with a Coreco-Oculus OC-TCX frame grabber and high-resolution 
monitor. Computerized color-image analysis was perfomied by using Image-Pro Plus software 
(Media Cybernetics). The area of each lesion in all six cross sections m every mouse was 
recorded, as was the total number of T lymphocytes determined by immunostaimng for Thy 1 .2. 
For each mouse studied, total atherosclerotic lesion area was calculated as the sum of the areas of 
all lesions in all six aortic cross sections on one slide. Thy 1.2-immunopositive lymphocytes 
were counted per section, and T-lymphocyte density was expressed as the number of 
lymphocytes per square millimeter of atherosclerotic lesion area. 

Statistics . _ , u^^„+« 

Differences in serum cholesterol concentrations, atherosclerotic lesion areas, and T-lymphocyte 
numbers were compared either by two-tailed Student's t test, or, if data failed to meet the 
requirements for use of this parametric test, by the Mann-Whitney rank-sum test. Data analyses 
were performed by using SigmaStat for Windows (Jandel Scientific). 

Results 

All animals tolerated the cholesterol-emiched diet without overt adverse affects. Total serum 
cholesterol concentrations before commencing the diet and at 1 and 2 months were ^^^'^ 
apoE -/- than LDL receptor -/- mice, but they did not differ significantly at 3 months (Fig IS). 
Analyses of lipoprotein cholesterol distribution by size-exclusion fast-performance liqmd 
chromatography demonstrated that regardless of diet, apoE -/- mice carried the major fi-action of 
cholesterol in VLDL, while LDL receptor -/- mice carried cholesterol predommantly m an LDL- 
sizedfraction.^^^^ 
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Figure 1. Line graph shows total seiiim cholesterol 
concentrations in apoE -/- and LDL receptor -/- mice. 
Cholesterol concentrations were measured by using 
enzymatic assays as described in "Methods." Points 
indicate means of six observations; bars, SEM; ■, apoE 
-/- mice; and •, LDL receptor -/- mice. 
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Atherosclerotic lesions were characterized after 1. 2, and 3 months of cholesterol feeding for size, 
macrophage content, and lymphocyte number and distribution. The two strains of mu^e had 
atherosclerotic lesions with markedly different cellular architectures and areas. At all times, aortic 
atherosclerotic lesions of apoE -/- mice were larger than those in LDL receptor -/- mice m 20). 
Lesions from the two types of mice were of similar cellular composition after 1 month of 
cholesterol feeding, composed predominantly of macrophages. By 3 months, lesions m apoE -/- 
mice had large cores of necrotic macrophages, a feature less abundant in LDL receptor -/- mice. 
Chondrocytes and early bone formation were readily discernible in all apoE -/- mice examined at 
3 months, but in only one of six LDL receptor-/- mice. Bands of smooth muscle cells and 
extraceUular matrix were present in apoE -A but not LDL receptor -/- mice after 3 months (Fig 3 
B). 



Figure 2. Line graph shows area of atherosclerotic 
lesions in apoE -/- and LDL receptor -/- mice after 1 , 2, 
and 3 months on a cholesterol-enriched diet. Points 
indicate means of six observations; bars, SEM; ■, apoE 
-/- mice; and •, LDL receptor -/- mice. 
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Figure 3. Photomicrographs show presence of macrophages 
and lipid deposits in murine atherosclerotic lesions. Aortic 
sections were immunostained for macrophages as descnbed 
in "Methods." Macrophages were immunostained with 
MOMA-2 after 1 month of cholesterol feeding in (A) apoE -/- 
and (B) LDL receptor -/- mice. At 1 month the two animal 
strains had lesions with similar morphological charactenstics. 
After 3 months of cholesterol feeding, differences were 
observed in MOMA-2-immunostained macrophages: apoE -/- 
mice had necrotic macrophage core regions and macrophage 
accumulation under the endothelium separated by bands of 
nonstaining cells and matrix (C). In contrast, lesions from 
LDL receptor -/- mice immunostained uniformly for 
macrophages, and necrotic cores were uncommon (D). 
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fin thk window! Staining for neutral lipids with oil red 0 was patchy in apoE - 
n^t^^SSl /- mice after 3 months of cholesterol feeding (E) but relatively 
'^''^''^™^ uniform in LDL receptor -/- mice (F) (original magmfication 

xlOO [A and B], X40 [C through F]). 

T lymphocytes were detected by using antibodies to Thy 1 .2, CDS, CD4, and CD8 (Tabl^)- Thy 
1 .2^d CDS antigens are pan-T-cell markers, although CDS is also present on a subset of B 
lymphocytes in serosal cavities. Immunostaining for Thy 1.2 and CDS was observed m lesions 
from both strains. Furthermore, the distribution and number of cells exhibiting positive 

^LtainingwassimilarwithbothThy 1.2 antibodies (Fig4AS) and theCD^ 
4BB) Several monoclonal antibodies directed against T-lymphocyte antigen CD4 and an 
antibody to the B-lymphocyte marker CD4SRwere used to identify the subsets of lymphocytes 
present inmouse atherosclerotic lesions (Tables). No B lymphocytes were observed in lesions 
although the CD4SR antibody produced excellent immunostaining of splemc tissue that was used 
as acontrol Because only one of the anti-CD4 antibodies (GKl.S) resulted in appreciable splemc 
^i:aining,itwasuL to demonstratethepresenceofCD4^ cells in^a^^^^^^^^ 
(Fig 4CS). In splenic tissue, CD4 immunostaining was less mtense on positive cells than was Thy 
1 2 CDS and CD8 immunostaining. CD8^ cells were detected in the lesions of both strains (Fig 
4D^) n^e relatively low intensity of CD4^ subset immunostaining indicated that formal 
quantification may result in a misleading underestimate of cell numbers. TTierefore, became 
robust immunostaining of T-lymphocyte subsets was not as consistently achieved as for Thy 1 .2 
antigen, no quantitative assessment of these subtypes was performed. 

View this table: Table 1. Primary Antibodies Used to Detect Lymphocytes in 
[in this window] Atherosclerotic Lesions 
[in a tiRw windowl 
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Figure 4. Photomicrographs. A, T lymphocytes 
positive for Thy 1.2 in shoulder region of a lesion from 
an LDL receptor -/- mouse fed a cholesterol-ennched 
diet for 1 month. B, T lymphocytes positive for CDS in 
an apo E -/- mouse fed a cholesterol-enriched diet for 3 
montiis. C, T lymphocytes positive for CD4 in a lesion 
from an LDL receptor -/- mouse after 1 month of 
cholesterol feeding. D, T lymphocytes positive for CD8 
in an atherosclerotic lesion from an LDL receptor -/- 
mouse fed a cholesterol-enriched diet for 2 months 
(original magnification x200 [A and B], xlOOO [C], 
x400 [D]). 
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T lymphocytes, as determined by Thy 1 .2 immunoreactivity. were present m atherosclerotic 
lesiZat all intervals. The density of Thy 1.2^ T lymphocytes was greatest after only 1 month of 
cholesterol feeding in both strains of mice (Fig 5m). At the intervals studied beyond 1 morUh^ 
there was a significant reduction in lesion T-lymphocyte density, which was particularly sparse 
after 3 months in apoE -/- mice. At all intervals, lesions of LDL receptor -/- mice contained a 
greater density of Thy 1.2^ cells than did lesions of apoE -/- mice. In neither strain of mice was 
Le aspecific region in atherosclerotic lesions that preferentially accumulated T lymphocyte 
as has Zn discerned in the human disease.i^ The distribution of lymphocytes was patchy, with 
smaU foci of cells generally located beneath the endothelium and few cells near the media or m 
the Upid core. No T lymphocytes were detected in the media. 
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Figure 5. Line graph shows T-lymphocyte density of 
Thy 1 .2* cells in both strains of mice at 1 , 2, and 3 
months. Points mdicate means of six observations; 
bars, SEM; ■, apoE -/- mice; and LDL receptor -/- 
mice. Statistical significance at 2 and 3 months (as 
determined by Mann-Whitney rank-sum test) is stated 
relative to the density at 1 month for each stram. 
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Discussion 



We observed striking differences in the dimensions and morphological charactenstics of lesions 
in apoE -/- and LDL receptor -/- mice. Our observations of atherosclerotic lesions from apoE -/- 
micLe similar to earUerones.lSli^^Compared with LDL receptor -/-mice,les.onsinap 

-/- mice were larger at all intervals studied and had a markedly increased nmnber of chondrocytes 
andbands of smooth muscle cells. ApoE -/- mice had significantly increased concentrations of 
total serum cholesterol at most intervals, with most being in a VLDL fraction. Cholesterol- ^ ^ 
enriched VLDL has been demonstrated to promote cholesterol esterification m macrophages 
35 which may be a factor in the formation of lesions of disparate morphology m apoE -/- and 
LDL receptor mice, although this has not been proven. 

The principal finding of Ons study is U,a. Thy 1.2*, CD5^ CD4^ and CD8^ T lymphocyus are 
presL in aterosclerotic lesions in cholesterol-fed apoE -/- and LDL receptor -/- ""-^hy U s 
a 1 12-an,ino acid glycoprotein present in varying amounts on tt>e surface 
cells with expression depending on the state of differentiation.^^ In mice, Thy 1.2 is found on 
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mature T lymphocytes. CDS is a monomeric 67-kD glycoprotein on all mature T lymphocytes, 
with higher expression on CD4^ than CDS'*- cells.22 CD5 also occurs on the Bla subset of B 
lymphocytes found in serosal cavities. CDS functions as a tyrosine kin^e substrate m association 
with the T-cell receptor C chain/CD3 and protein tyrosine kinases p56^ and p59 m 1 
lymphocytes and may also act as an independent signaling molecule.- 

Previous immunohistochemical analyses of atherosclerotic lesions in several strains of mice, 
including the apoE -/- strain, have shown an absence of T lymphocytes.^ A possible explanation 
for this apparent contradiction is the interval at which lesions were studied. In the present study, 
lymphocyte density decreased with lesion maturity; particularly in apoE -/- mice, this cell type 
was sparse after 3 months of cholesterol feeding. The fact that Qiao et al^^ studied lesions after 
cholesterol feeding of a longer duration than in the present study may explain the lack of 
detectable lymphocytes. In addition, in our study, several of the anti-CD4 antibodies tested 
resulted in weak and diffuse immunostaining of splenic tissue (Tables). Hierefore. the difference 
between this and previous reports with regard to detection of lymphocytes might be partly 
attributed to differences in the affinity of antibodies used in immunohistochemical testmg^ 
However, while lymphocytes have not been reported in atherosclerotic lesions, CD4 , CDS . and 
CD23+ (B lymphocytes) have been demonstrated in aortic fatty streaks of vasculitis-prone 
MRL//prmice.22 

In both apoE -/- and LDL receptor -/- mice, the density of T lymphocytes in lesions decreased as 
lesions matured. Signals responsible for recruitment of lymphocytes have not been defined,^ ^ 
although one proposed mediator is the lysophospholipid formed by the oxidation of LDL.- 
Early lymphocytic recruitment to atherosclerotic lesions occurred, but fiirther development of 
lesions ensued without a proportional increase in T lymphocytes. The early recruitment of^^ 
lymphocytes to atherosclerotic lesions has also been observed in cholesterol-fed rabbits- - and 
rats 44 Lymphocyte residence time and trafficking within atherosclerotic lesions have not been 
defined but may be important parameters. Introduction of exogenous lymphocytes distinguishable 
on the basis of a genetically incorporated marker may assist in understanding the biology of 
lymphocytes within atherosclerotic lesions. 

ApoE has been proposed as an endogenous regulator of the immune system, since it inhibits both 
monocyte^^ and T lymphocyte^^ proliferation. ApoE also inhibits interleukin-2-dependent T-cell 
proliferation, possibly by preventing transition from the Gl ^ phase of the cell cycle.- ApoE 
synthesis by macrophages varies according to the state of cell differentiation^^ and may be 
inhibited by mterferon gamma^^ and stimulated by increasing intracellular cholesterol 
concentrations.^ However, since apoE -/- mice develop severe atherosclerosis and mhibition of 
T lymphocytes enhances development of atherosclerosis,2^ 22 30 physiological sigmficance of 
the inhibitory effect of apoE on T lymphocytes in atherosclerotic lesions remains to be 
determined. 

T lymphocytes are present in atherosclerotic lesions in apoE -/- and LDL receptor -/- mice. 
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making both strains useful for the study of immunologic factors affecting the development of 
atherosclerosis. In addition, we observed differences in morphological charactenstics of lesions 
that could be due to altered apoprotein metabolism or immunologic factors, both of which are 
likely to be targets of pharmacological intervention in the modulation of atherosclerotic disease. 
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Abstract 

Low density lipoprotein receptor deficient (LDLR-KO) and apolipoprotdn E deficient (apo E-KO) mice both develop 
hyperlipidemia and atherosclerosis by different mechanisms. The aim of the present study was to compare he effete of 
sZasLiin on cholesterol levels, endothelial dysfimction. and aortic lesions in these two modeb °f "P^^^^^f ^fj'^^^^^ 
Male LDLR-KO mice fed a high cholesterol (HC; 1%) diet developed atherosclerosis at 8 month^ °f ^8«^7*»»,^j5J>erchd^ 
terolemia. THe addition of simvastatin (300 mg/kg daUy) to the HC ^iet for 2 more months lowered 

^ 57% and reduced aortic plaque area by ~ 15% compared with the LDLR-KO mice continued on HC d.e f°^^'^<^^f- 
Simvastatin treatment ako improved acetylcholine (ACh>induced endothelium-dependent vasorelaxation m •^'atfd a*>rtc 
which was associated with an increase in NOS-3 expression by -88% in the aorta measured by rea tmie PoJy™^!^« " 
reaction (PGR) ? < 0 05 In contrast, in age-matched male apo E-KO mice fed a normal diet, the same treatment of sunvastotin 
It^Z S'totS cholesterol by :35-A increased aortic plaque area by -15% and had no effect - -d;the^> ^^^^^ 
These results suggest that the therapeutic effects of simvastatin may depend on the presence of a functional apohpoprotem E. 
© 2002 Elsevier Science Ireland Ltd. All rights reserved. 

Keyy^ords: HMG-CoA reductase iahibitor; Atherosclerotic plaque; Cholesterol; Endothelial dysfunction; NOS-3; Apo E-knockout; LDLR-knock- 

out; Mouse 



1. Introduction 

Hypercholesterolemia is a major risk factor for de- 
velopment of atherosclerotic vascular disease [1]. Hy- 
droxy-methylglutaryl-coenzyme A (HMG CoA) 
reductase inhibitors (statins) lower cholesterol and re- 
duce cardiovascular morbidity and mortality in pa- 
tients with atherosclerosis [2-4]. A growing data base 
suggests that the beneficial actions of statins may be 
due to direct effects on the vascular wall in addition 
to lipid lowering. Moreover, atherosclerosis is often 
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accompanied by endothelial dysfunction due to im- 
paired endothelial nitric oxide (NO) production [5-8], 
Statins have been shown to restore endothelia func- 
tion by restoring NO-mediated vasodilation in hyper- 
lipidemic rabbits [9] and in patients with coronary 
artery disease [10,11]. This improvement in endothe- 
lial function contributes to the cardiovascular benefits 
achieved by statin treatment. 

Low density lipoprotein receptor deficient (LDLR- 
KO) and apolipoprotein E deficient (apo E-KO) mice 
have been used to study mechanisms of atherogenesis 
[12,13]. It has been shown that simvastatin lowers 
lipid levels in LDLR-KO [14], but not in apo E-KO 
[15] mice. The present study was to compare the ef- 
fect of simvastatin on atherosclerosis development be- 

t rights reserved. 
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tween the two animal models of atherosclerosis. In 
addition, the effects of simvastatin on endothelial 
function and endothelial nitric oxide synthase (NOS- 
3) were also examined. 



2. Methods 

11. Animals and experimental design 

Two-month-old male LDLR-KO mice (Jackson 
Laboratories, Bar Harbor, ME) were fed a high 
cholesterol (HQ 1%) diet for 8 months. At 10 
months of age the animals developed moderate 
atherosclerotic lesions in the aorta (35 ± 3%) accom- 
panied by hypercholesterolemia (591 ± 75 mg/dl). 
They were then randomly divided into three groups, 
control group; continued on a HC diet; simvastatin 
group; fed a HC diet supplemented with 0.15% sim- 
vastatin (HC + SIM); and regular diet (RD) group, 
withdrawn from the HC diet and fed a regular chow 
diet. The above treatments were continued for 2 
months. 

Apo E-KO mice spontaneously develop hyperc- 
holesterolemia and atherosclerosis without the need 
for a cholesterol supplementation. For the present 
studies, 10-month-old male apo E-KO mice (Jackson 
Laboratories, Bar Harbor, ME) were used. One 
group of mice were fed a grain-based rodent diet 
(Bio-Serv, NJ) as controls and the other was on the 
same diet supplemented with 0.15% simvastatin for 
1-3 months. The daily dose of simvastatin in both 
LDLR-KO and apo E mice was approximately 300 
mg/kg, which has been shown to effectively reduce 
cholesterol by 37% in LDLR-KO mice [14]. 

At the end of the treatment period, all animals 
were fasted overnight and euthanized. Blood samples 
were collected via cardiac puncture at the time of 
death. Total serum cholesterol, triglycerides and high 
density lipoprotein (HDL) levels were determined en- 
zymatically (performed by IDEXX, West Sacramento, 
CA). LDL values were calculated from total choles- 
terol and HDL levels. The aortae were isolated for 
measurements of atherosclerotic lesion area, vascular 
reactivity, and NOS-3 mRNA expression. 

22. Measurement of atherosclerotic plaque 

The aortae were isolated, cleaned from the adher- 
ent connective tissue, fixed with 10% formalin, cut 
open longitudinally and pinned on black wax-coated 
petri dishes as previously described in detail [5]. 
Atherosclerotic plaque area is visible without staining. 
The images of the open luminal surface of the aortae 
were recorded at a resolution of 512x512 using a 



RGB 3-chip CCD digital camera (Sony) mounted on 
a dissecting microscope (Nikon SMZ-2T) attached to 
a computer in 24 bit true image format. The images 
were analyzed using C-Simple software (C. Imaging 
1208, Compix, Mars, PA). Atherosclerotic plaque 
area was quantified and expressed as a percentage of 
total luminal surface area of the aorta. 

,2,3, Assessment of vascular reactivity 

The thoracic aortae were dissected, cleaned from 
the adherent connective tissue, and placed in a 
HEPES-buffered solution containing (in mM), 140 
NaCl; 4.5 KCl; 1.0 MgClj; 5.5 glucose; 1.5 CaCl^; 
and 10 HEPES at pH 7.4 and 20 "C. The aortae 
were cut mto four rings and were placed in organ- 
bath chambers containing 15 ml of Krebs solution 
with the following composition (in mM), 118 NaCl; 
24.9 NaHCOj; 4.7 KCl; 1.18 KH2PO4; L66 MgS04; 
5.55 glucose; 2.0 Na-pyruvate; and 2.0 CaClj. The 
solution was continually bubbled with a 5% CO2 and 
95% O2 gas mixture and maintained at pH 7.4 and 
37 **C. Vessels were pre-treated with indomethacin 
(10 M) for 30 min to inhibit cyclooxygenase medi- 
ated vascular effects and pre-contracted with KCl (40 
mM), and washed with Krebs solution. Aortic rings 
were then stretched to 500 mg tension and allowed to 
equilibrate for 2 h prior to initiation of the experi- 
mental protocol. Tension measurements were recorded 
using Grass force-transducers connected to a data ac- 
quisition system (MPlOO WS, Biopac, Goleta, CA). 
Data were digitized on-line at a rate of 1 sample per 
s and subsequently analyzed using Acknowledge soft- 
ware. Concentration response curves to U46619 (9,11- 
dideoxy-9a, lla-methanoepoxy prostaglandin FzJ^ a 
thromboxane receptor agonist, were then generated. 
The calculated concentration of U46619 that pro- 
duced 80% of the maximal contractile response (ECgo) 
was 20 nM. Endothelium-mediated relaxation was 
measured as the response to acetylcholine (Ach; 0.0 1 
nM-10 ^M) in rings pre-contracted with U-46619 (30 
nM). In the LDLR-KO mice, endothelium-indepen- 
dent aortic ring relaxation was also measured as the 
response to sodium nitroprusside (SNP, 0.001-1 ^M). 

2,4, Measurement of NOS'3 mRNA 

The isolated aortae were homogenized in 600 
RLT buffer (Qiagen) using disposable generator 
probes (Omni International). Total RNA was then 
isolated using a RNeasy kit with DNase I digestion 
(Qiagen). Relative abundance of NOS-3 and internal 
control GAPDH were measured by real-time quanti- 
tative polymerase chain reaction (PCR) performed on 
an ABI PRISM 7700 Sequence Detector (PE Biosys- 
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tems). One-step reverse transcriptase (RT)-PCR am- 
plification of NOS-3 was carried out in a 50 reac- 
tion mixture consisting of 1 x TaqMan buffer A with 
the following composition (mM), 5.5 MgClj; 0.3 
dATP; 0.3 dCTP; 0.3 \xU dGTP; 0.3 dUTP; 0.025 
U/til AmpliTaq Gold DNA polymerase, 0.025 U/^il 
RNase inhibitor, 0.025 U/jil multiscribe RT, 200 nM 
of each primer, and 100 nM probe. Thermal cycle 
conditions were 48 for 30 min and 95 **C for 10 
min followed by 40 cycles at 95 X for 15 s and 
60 for 1 min. Primers and the probe for NOS-3 
were, upper primer, 5'-CGTCATCGGCGTGCT-3' (nt 
3436-3450), lower primer, 5'-ACCTCCTGGGT- 
GCGC-J (nt 3510-3496), and the probe, 5'-6FAM 
-CGGGATCAGCAACGCTACCA-TAMRA-3' (nt 
3452-3471). Primers and TaqMan probe for rodent 
GAPDH were purchased from PE Biosystems (P/N 
4308313). Hundred nanomol of each primer and 200 
mM of the probe were used in the reaction. The ex- 
pressions of NOS-3 and GAPDH were calculated 
against a standard curve with serial dilution of total 
RNA from murine hemangioendothelioma (EOMA) 
cells [16]. The experiment was repeated twice in tripli- 
cate for each sample. Values presented here are the 
ratio of NOS-3/GAPDH. 

25. Statistics 

All results are presented as the mean + S.E.M. for 
the number of animals {n) indicated. Multiple com- 
parisons of mean values were performed by analysis 
of variance (ANOVA) followed by a subsequent Stu- 
dent-Newman-Keuls test for repeated measures. Dif- 
ferences were considered to be statistically significant 
when the P value was < 0.05. The statistical analysis 
was performed using Statistica software (STATSOFT, 
Tulsa, OK). 



CO 

o 
u 



3 

XT 

m 
Ql 



< 
Z 

£ 

X 
Q 

< 

% 

O 
z 

o 
o 



50 n 

46 

40 H 

35 
30 - 
25 - 
20 



* p < 0.05, vs HC group 
T ★ 
★ 



1200 - 
1000.- 
800 - 
600 - 
400 - 
200 - 
0 - 



2 n 



1,5 



0.5 



HC 




















■ 


■ 










RD 



HC+SIM 



Fig. 1. Aortic atherosclerotic lesion area (top» n = 8 per group), total 
senim cholesterol levels (middle, « = 1 1 per group), and NOS-3 
mRNA expression in the aorta (bottom, /i = 3 per group) of the 
LDLR-KO mice fed a HC diet without or with (HC + SIM) the 
supplementation of simvastatin (300 mg/kg, daily), or withdrawn 
from a HC diet and fed a RD, for 2 months. 



3. Results 

3 A, Effects of simvastatin in LDLR-KO mice 

LDLR-KO mice fed a HC diet for 10 months had 
hypercholesterolemia and developed atherosclerotic le- 
sions in the aorta (Fig. 1). Treatment with simvas- 
tatin (HC-f-SIM) decreased serum LDL cholesterol 
with no significant efTects on HDL cholesterol or 
triglycerides levels (Table 1). As a result, the ratio of 
HDL/LDL was significantly higher in the HC -j- SIM 
compared with the HC group (Table 1). Simvastatin 
also reduced atherosclerotic lesion area by ^ 15%, 
compared with that in the HC group (Fig. 1). Mice 
given the regression diet for 2 months showed similar 
changes in lipid profiles and atherosclerotic lesions as 
were seen following simvastatin treatment (Table 1 



and Fig. 1). Combining the data from all three 
groups, aortic atherosclerotic lesion area was posi- 
tively correlated to total serum cholesterol levels 
and negatively correlated to the ratio of HDL/LDL 
(Fig. 2). 



Table ! 

Effects of simvastatin and diet on serum lipid profile (mg/dl) m 
LDLR-KO mice (n = 1 1 per group) 





HC 


RD 


HC + SIM 


LDL 


917 ±80 


256 ± 19** 


322±27** 


HDL 


98 ±6 


102 ±8 


77 ±6 


HDL/LDL 


0.12 ±0.01 


0.38 ± 0.04* ♦ 


0.24 ±0.03** 


Triglyceride 


213 ±16 


226 ± 19 


175±21 



*, 0.05; /><0.0I; vs. HC. 
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Fig. 2. The aortic atherosclerotic lesion area was positively correlated 
to the total cuxiulating cholesterol levels (top) and negatively corre- 
lated to the ratio of HDL/LDL in the LDLR-KO mice. The data 
included all three groups of the mice fed a HC diet without or with 
(HC + SIM) the supplementation of simvastatin (300 mg/kg, daily), 
or withdrawn from a HC diet and fed a RD, for 2 months. 



ACh-induced endothelial NO-mediated aortic relax- 
ation was significantly greater in both the HC + SIM 
and RD groups than that in the HC group (Fig. 3A). 
Thus, the maximum responses were significantly 
greater in both the HC + SIM and RD groups than 
that in the HC group (Table 2). Endothelium- 
independent relaxation to SNP did not significantly 
differ among the three groups (Fig. 3B and Table 3). 
The expression of NOS-3 mRNA was significantly 
higher in both the HC + SIM and RD groups than 
the expression levels in the HC group (Fig. 1). 



3.2 Effects of simvastatin in apo E-KO mice 

Age-matched apo E-KO mice fed a RD had hyper- 
cholesterolemia and developed atherosclerotic lesions 
in the aorta, which tended to increase over time (Fig. 
4). Serum total and LDL cholesterol levels were 
higher and HDL cholesterol levels lower in the sim- 
vastatin than in the control group (Fig. 4 and Table 
3). As a result of these changes, the ratio of HDL/ 
LDL was significantly lower in the simvastatin than 
the control group. Triglyceride levels were not signifi- 
cantly different between the two groups. Aortic lesion 
area was greater in the simvastatin than control 
group (Fig. 4). Combining the data from both groups 
at all time points, aortic atherosclerotic lesion area 
was positively correlated to total serum cholesterol 
levels and negatively correlated to the ratio of HDL/ 
LDL (Fig. 5). 
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Fig. 3. Concentration- response curves of ACh (A) or SNP (B) 
induced relaxation in the aortic rings isolated from LDLR-K.0 mice 
fed a HC diet without or with (HC + SIM) the supplementation of 
simvastatin (300 mg/kg. daily), or withdrawn from a HC diet and fed 
a RD, for 2 months. 
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SeSuiWty (logECso, pD^ and maxima! response to ACh and SNP in isolated aortae from LDLR-KO mice fed a RD, 
or with simvastatin (HC+SIM) 


HC diet without 


Groups 




ACh 




SNP 








PD2 


£n,„ (%) 


pDi 




HC 
RD 

HC + SIM 


8 
7 
8 


6.17 ±0.20 
6.2 ±0.16 
6.45 ±0.1 1 


39.2 ± 6.8» 
60.2 ±3.6 
63.4 ± 6.9 


7.74 ±0.1 8 
7.8 ±0.21 
7.79 ±0.22 


81.8 ±3.8 
83.3 ±8.5 
78.8 ±4.2 



* i*<0.05 vs. RD group. 



ACh-induced relaxation of the aortae isolated from 
apo E-KO mice were not significantly different 
between the simvastatin and control groups at both 
the 2 and 3 months time points (Fig. 6 and Table 4). 



These data indicate that an intact functional 
apolipoprotein E may be essential for the lipid 
lowering, anti-atherosclerosis and other therapeutic 
benefits of simvastatin. 



4. Discussion 

The major findings of the present study are that 
simvastatin has opposite effects on serum lipids and 
atherosclerosis in two different genetic mouse model 
of atherosclerosis. In the LDLR-KO mice, simvastatin 
decreased serum cholesterol levels and aortic lesion 
area. Theses changes were associated with an 
improvement in endothelial NO-dependent 
vasorelaxation and an increased NOS-3 mRNA 
expression. In contrast, in the apo E-KO mice, the 
same treatment with simvastatin increased serum 
cholesterol levels and aortic lesion area, with no 
changes in endotheUal NO-mediated vasorelaxation. 

Table 3 

Effects of simvastatin on serum lipid profiles (mg/dl) in apo E-KO 
mice {rt = 7-12 per group) 

Treatment (month) Vehicle Simvastatin 



LDL** 
I 

2 
3 


463 ± 55 
474 ±42 
462 ± 46 


630 ±41 
727 ±39 
605 ±42 


HDL* 
I 
2 
3 


70 ±6 
88 ±10 
100±5 


59±4 
51±6 
48±6 


HDLILDL* 

1 

2 

3 


0.16±0.01 
0.19 ±0.02 
0.26 ±0.05 


0.10±0.01 
0.07 ±0.01 
0.08 ±0.01 


Triglycerides 

I 

2 

3 


193 ±32 
173±19 
I58±21 


198 ±48 
141 ±7 
109 ±8 



/'<0.05; P<0.0\ between two groups. 



4.1. Effects of simvastatin on hypercholesterolemia 

In the present study, simvastatin at a daily dose of 
300 mg/kg significantly reduced total cholesterol by 




Treatment Time (Month) 



Fig. 4. Atherosclerotic lesion area in the aorta (top) and total serum 
cholesterol levels (bottom) of the apo E-KO mice treated with 
simvastatin (300 mg/kg» daily) or vehicle for 1-3 months. P<0.05 
between the simvastatin and vehicle treatment group for both the 
plaque area and total serum cholesterol levels. 
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57% in LDLR-KO mice fed a HC diet. This result is 
consistent with a previous report by Bisgaier et al., 
who reported that at the same daily dose, simvastatin 
reduced total circulating cholesterol by 37% in 
LDLR-KO mice [14]. The magnitude of cholesterol 
lowering by simvastatin was also similar to that ob- 
served in untreated LDLR-KO mice fed a regression 
diet for 2 months. In contrast, the same dose of sim- 
vastatin resulted in a 27% increase in serum choles- 
terol in apo E-KO mice. This finding is consistent 
with that of Quarfordt et al., who also reported that 
lovastatin (50 mg/kg daily) increased circulating 
cholesterol by 70% in apo E-KO mice, but not in 
wild-type controls [15]. These results suggest that the 
lipid lowering effect of statins may depend on the 
presence of intact apolipoprotein E, which functions 
to transport circulating cholesterol into cells, particu- 
larly hepatocytes and acts as an important mediator 
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Fig. 6. Concentration-response curves of ACh-induced relaxation of 
the aortic rings isolated from apo E-KO mice treated with simvastatin 
(300 mg/kg per day) or vehicle for 2 (top) and 3 (bottom) months. 
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Fig. 5. The aortic atherosclerotic lesion area was positively correlated 
to the total circulating cholesterol levels (top) and negatively corre- 
lated to the ratio of HDL/LDL in the apo E-KO mice. The data 
included all groups of mice treated with simvastatin (300 mg/kg, 
daily) or vehicle for 1-3 months. 



for hepatic metabolic clearance of circulating choles- 
terol [12]. In the absence of the apolipoprotein E, 
hepatic clearance and metabolism of cholesterol are 
reduced, resulting in hypercholesterolemia [12,13,17]. 
Impairment of hepatic cholesterol transport may also 
result in up-regulation of cholesterol synthesis [18]. 
Indeed, lovastatin has been reported to increase the 
expression of HMG CoA reductase mRNA [19] and 
protein [20], thereby increasing cholesterol synthesis 
[15] in apo E-KO mice, but not in wild-type controls. 
This may explain the paradoxical elevation of choles- 
terol in simvastatin-treated apo E-KO mice. 



4 J. Effects of simvastatin on atherosclerosis 

Accompanied by its lipid lowering effect, simvas- 
tatin significantly reduced aortic atherosclerotic 
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SshWity OogEC, pD, and maxima, response to ACh and SNP in isolated aortae from apo E-KO mice treated without (control) or 

with simvastatin for 2 or 3 months - - ■ 



Groups 



Duration 



Two months 



N 



Pl>2 



. (%) 



Control 
Simvastatin 



6.75 ±0.27 
7.37 ±0.34 



75.8 ± 8.2 
82.6 ±15.7 



Three months 



7.31 ±0.20 
7.15 ±0.32 



; (%) 



67.5 ± 14.7 
68.0 ± 19.8 



plaque area in LDLR-KO mice. In contrast, simvas- 
tatin accelerated atherosclerosis that accompanied an 
elevation of serum cholesterol levels in apo E-KO 
mice. Hypercholesterolemia is an important risk fac- 
tor leading to atherosclerosis. Animals v/ith hyperc- 
holesterolemia, resulting from either a HC diet 
[21-23] or from inherited defects in lipid metabolism 
[5-7], develop atherosclerotic plaques in the vascular 
wall/ Therefore, the reduction in atherosclerotic le- 
sions by simvastatin in LDLR-KO mice can be ex- 
plained by its lipid lowering effect, since similar 
reduction in serum cholesterol and aortic lesion area 
were observed in untreated mice fed a RD. On the 
other hand, the increase in atherosclerosis by simvas- 
tatm in apo E-KO mice could be explained by ele- 
vated serum lipids. This is consistent with a previous 
report that feeding a HC diet to apo E-KO mice 
further exacerbated hypercholesterolemia and acceler- 
ated lesion development [24], HDL is known to be 
involved in reversing cholesterol transport from the 
vascular wall [25,26]. Therefore, elevation of HDL/ 
LDL ratio by simvastatin in LDLR-KO mice could 
also contribute to its anti-atherosclerotic effect. 
Likewise, reduction of HDL/LDL ratio by simvas- 
tatin in apo E-KO mice could contribute to accelera- 
tion of atherosclerosis. The fact that aortic lesions 
correlated positively to the total serum cholesterol 
levels and negatively to the HDL/LDL ratio in both 
the LDLR-KO and apo E-KO mice support the 
above view. 

4 J. Effect of simvastatin on endothelial function 

Endothelial dysfunction, characterized by reduced 
NO-dependent vascular relaxation, is an early marker 
of atherosclerosis [27]. Endothelial function is im- 
paired in a number of experimental models of 
atherosclerosis, including hyperlipidemic rabbits [9] 
and apo E-KO mice [5], as well as in patients with 
atherosclerosis [8]. Statins have been shown to reverse 
endothelial dysfunction in hyperlipidemic rabbits [9] 
and in humans [10,11]. This effect of statins has been 
attributed to stabilization of NOS-3 mRNA leading 



to the increase in NOS-3 expression [28,29]. Indeed, 
in the present study, simvastatin treatment signifi- 
cantly increased the expression of NOS-3 mRNA in 
the aorta of LDLR-KO mice. This was associated 
with enhanced ACh-induced endothelial NO depen- 
dent vasorelaxation. Although there is strong evidence 
that direct effect on NOS-3 expression is the underly- 
ing mechanism for the improvement in endothelial 
function, the present study was not designed to deter- 
mine the mechanism of action of simvastatin on 
NOS-3 and can not differentiate direct effects on the 
vascular wall from secondary effects due to changes 
in serum lipids. In apo E-KO mice, on the other 
hand, the potential direct beneficial effect of simvas- 
tatin on endothelial function could be masked or 
compromised by increased cholesterol levels and 
atherosclerosis. This may explain the lack of signifi- 
cant effect of simvastatin treatment on ACh-induced 
NO-dependent aortic ring relaxation in the apo E-KO 
mice. 

During the preparation of this manuscript. Sparrow 
et al. published a paper demonstrating both anti-infl- 
ammatory and anti-atherosclerotic activities of sim- 
vastatin in apo E-KO mice [30]. In that study, 
simvastatin had no significant effect on circulating 
cholesterol levels. The apo E-KO mice were fed a HC 
diet, which resulted in a very high circulating choles- 
terol levels (-1000 mg/dl) and severe atherosclerosis 
in the aorta. The apo E-KO mice in the present study 
were fed a RD, resulting in moderate hyperlipidemia 
with serum cholesterol levels at - 500 mg/dl and a 
less severe atherosclerosis. These differences in the 
diet and circulating lipid levels, as well as the severity 
of atherosclerosis, may contribute, at least in part, to 
the different results. 

In summary, the present study demonstrates that in 
LDLR-KO mice, treatment with simvastatin for 2 
months significantly decreased serum cholesterol lev- 
els, improved endothelial function, and reduced 
atherosclerosis. In contrast, in apo E-KO mice, the 
same treatment of simvastatin elevated serum choles- 
terol levels and increased atherosclerosis with no ef- 
fect on endothelial function. Thus, the beneficial 
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effects of Statins may depend on the presence of func- 
tional apolipoprotein E. It has to be pointed out that 
the mechanisms involved in atherosclerosis induction m 
these animal models are different. In LDLR-KO mice, 
it is diet-induced, while in apo E-KO mice, it is primar- 
ily due to 'genetics'. This difference may also explam 
the different effects observed regarding endothelial 
function. Thus, whether the current findings can be 
applied to human, as they are less dependent on apo E 
for the catabolism of LDL, is a new pharmacogenetic 
topic that needs to be further studied. 
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